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NOVEL POLYPEPTIDES 



FIELD OF THE INVENTION 



The invention relates to novel polypeptides having an amino acid sequence which allows addition of at 
s least one carbohydrate chain thereto, glycosylated polypeptides derived from said polypeptides, deox- 
yribonucleic acids (DNA) coding for said polypeptides or glycosylated polypeptides, recombinant plasmids 
containing said DNA, host cells transformed with said recombinant plasmids, and a method of producing 
said polypeptides or glycosylated polypeptides which uses the transform ant cells. 

This invention is applicable to each and every polypeptide. The polypeptides having a newly added 
to carbohydrate (or oligosaccharide) chain as provided by this invention have diverse carbohydrate chain 
functions added and are superior in physicochemical properties and/or activities to the corresponding 
naturally occurring proteins. Therefore, the carbohydrate chain-added . polypeptides according to the 
invention are expected to be useful In a wide range of fields. 

When the polypeptide or glycosylated polypeptide according to the invention is human granulocyte 
75 colony stimulating factor (hG-CSF), for instance, the hG-CSF with an additional carbohydrate chain added at 
an appropriate site has increased resistance to protease. This novel hG-CSF is fully expected to show 
slower blood clearance and is expected to be useful as a drug. 

When the polypeptide or glycosylated polypeptide according to the invention is urokinase (UK), the UK 
with an additional carbohydrate chain added at an appropriate site is superior in thrombolytic activity to the 
20 corresponding UK having no such chain and is expected to be useful as a therapeutic agent for cerebral 
thrombosis, myocardial infarction and so forth. 

BACKGROUND OF THE INVENTION 

25 

While proteins produced in prokaryotes, such as Escherichia coll , have no carbohydrate chain, proteins 
produced in eukaryotes. such as yeasts, fungi, plant cells or animal ceils, have a carbohydrate chain or 
chains in many instances. 

30 Carbohydrate chains involved in glycosylation are roughly classifiable Into two main groups. One group 
includes N-linked or N-glycosylated carbohydrate chains bound to the asparagine (Asn) residue In proteins 
and the other includes O-linked or O-glycosylated chains bound to the serine (Ser) or threonine (Thr) 
residue in proteins. 

N-glycosylated carbohydrate chains have a common basic core structure composed of five monosac- 
35 charide residues, namely two N-acetylglucosamine residues and three mannose residues, and are classified 
into three types: high mannose type, complex type and hybrid type (Fig. 1). A precursor to these 
asparagine-linked carbohydrate chains is the lipid intermediate (Glc-s Marts GlcNAc2-PP-Dol) (Fig. 2) com- 
posed of doltchol, which Is polyisoprenoid alcohol comprising 18 to 20 isoprene units, and a carbohydrate 
chain composed of two' N-acetylglucosamine residues, nine mannose residues and three glucose residues 
40 and bound to said dolichol via pyrophosphoric acid. 

The reaction route leading to the formation of the lipid intermediate is well known as the "dolichol 
phosphate cycle " (Fig. 3). 

The carbohydrate chain portion of the lipid intermediate is transferred as a whole to the Asn residue in 
an amino acid sequence (N-glycosylation site), such as Asn-X-Ser/Thr, in a polypeptide chain under 

45 formation within the cisterna of the rough-surfaced endoplasmic reticulum (rER), whereby an N-glycoside 
linkage is formed. In the above sequence, X may be any amino acid other than proline (Pro). This reaction 
is known to be catalyzed by "oligosaccharyl transferase", a kind of membrane enzyme. Thereafter, the 
carbohydrate chain undergoes trimming and processing in the process of passing through the rER and 
Golgi body, whereby a carbohydrate chain of the high mannose, hybrid or complex type is worked up (Fig. 

so 4). It Is known that a number of glycosidases and glycosyl transferases are involved in the process of 
trimming and processing. 

While high mannose type carbohydrate chains are often encountered in glycoproteins of animal or plant 
origin as well as in yeast and fungal glycoproteins, it is presumed that carbohydrate chains of the complex 
type are limited to glycoproteins of the animal origin. 

N-Glycosylated carbohydrate chains are bound to the Asn residue In Asn-X-SerH"hr (X being any amino 
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acid other than Pro) in polypeptides, as mentioned above. However, many proteins contain an un- 
glycosylated Asn-X-SetfThr sequence or sequences and the presence of this sequence does not always 
result in addition of a carbohydrate chain thereto. In fact, William J. Lennarz et al. suggest that the three- 
dimensional structure of a protein is important in inducing binding of a carbohydrate chain. Their suggestion 
is based on the finding that simple tripep tides having the sequence Asn-X-Ser/Thr and denatured proteins 
free of a complicatedly folded spatial structure such as natural proteins have are comparatively readily 
glycosylated enzymatically in vitro . . 

On the other hand, ^glycosylated carbohydrate chains are bound to the Ser or Thr residue in 
polypeptides via N-acetylgalactosamine. which is generally followed by galactose, sialic acid, fucose and N- 
terminal acetylgalactosamine [Suzuki et al.: Tanpakushitsu. Kakusan. Koso. 30, 513 (1985)). Unlike the case 
of the above-mentioned N-glycosylated carbohydrate chains, it Is beHeveSthat their synthesis does not 
involve the rER but is always conducted in the Golgi body [Johnson et al.: Cell, 32, 987 (1983)]. Also, unlike 
the case of the N-gtycosylated there is no rule on the amino acid sequence required for glycosylation. It Is 
known however, that the tendency toward glycosylation Increases when Pro occurs in the vicinity, for 
example in the sequences Pro-Thr/Ser. Thr/Ser-Pro and Thr/Ser-Xt-a-Pro (X being any amino acid) 
[Takahashi et al.: Proc. Natl. Acad. Sci. USA. 81 , 2021 (1984)]. 

Many of the substantial biologic function! of carbohydrate chains in glycoproteins remain unknown. 
However, a number of investigations on glycoproteins have already revealed diverse functions of carbohy- 
drate chains. . L1 . , 

Firstly, it is known that carbohydrate chains stabilize proteins. Retardation in blood clearance is an 
example. It is known that human erythropoietin (having no asparagine-linked carbohydrate chain) produced 
• by means of gene introduction into Escherichia coll or human erythropoietin enzymatically treated for 
carbohydrate chain elimination shows activity in vitro but undergoes rapid clearance and shows decreased 
activity in vivo [Dordal et al.: Endocrinology. 116, 2293 (1985) and Browne et al.: Cold Spr. Harb. Symp, 
25 Quant BlbrTl. 693 (1986)]. In the case of human granulocyte macrophage colony stimulating factor (hGM- 
CSF) the natural form of which has two N-glycosylated carbohydrate chains, it is known that the rate of 
clearance from the rat plasma increases in proportion to the reduction In the number of carbohydrate chains 
[Donahue et aL: Cold Spr. Harb. Symp. Quant. Biol.. ^. 686 (1986)). The 'rate of clearance and the site of 
clearance vary depending on the carbohydrate chain structure as well. Thus, it is known that sialic acid- 
ao containing hQM-CSF undergoes clearance in the kidney while hGM-CSF after sialic acid elimination shows 
an increased rate of clearance and undergoes clearance In the liver. Furthermore, a t -ac»d glycoproteins 
differing in carbohydrate structure as biosynthesized in a rat liver primary culture system in the presence of 
different asparagine-linked carbohydrate chain biosynthesis inhibitors were examined for the rate of 
clearance from the rat plasma and for the rate of clearance from the rat perfusate. It was found that in both 
as fluids the clearance rates were in the following order: high mapnose type > carbohydrate chain-deficient 
type > hybrid type > complex type (natural form) [Gross et al.: Eur. J. Biochem.. 162. 83 (1987)]. As 
another example of stabilization, it is known that carbohydrate chains provide proteins with protease 
resistance. In the case of fibronectin. for instance, inhibition of carbohydrate chain formation by means of 
tunicamycin results in an increased rate of decomposition of the intracellular product protein, i.e. carbohy- 
40 drate chain-deficient fibronectin [Olden et al.: Cell. 13. 461 (1987)]. It is also known that carbohydrate chain 
addition increases thermal stability and/or freezing resistance. Furthermore, it is known that carbohydrate 
chains contribute to increased solubility of proteins, for example in the case of erythropoietin or ^-interferon. 

Carbohydrate chains are helpful for proteins to maintain their proper three-dimentional structure. In the 
case of the vesicular stomatitis virus membrane-bound glycoprotein, it is known that removal of the two 
45 naturally occurring N-glycosylated carbohydrate chains results in inhibition of the transport of the protein to 
the cell surface and that addition of new carbohydrate chains to the protein results in recovery of this 
transport In this case, it has been revealed that carbohydrate chain elimination leads to induction of the 
aggregation of one protein molecule with another via disulfide bond and, as a result protein transport is 
inhibited. It is considered that the newly added carbohydrate chains can inhibit this aggregation and 
so maintain the proper three-dimentional structure of the protein, thus making the protein transport again 
possible, in the case mentioned above. It has been shown that the sites for new carbohydrate chain addition 
are considerably flexible. To the contrary, it has been found that carbohydrate chain introduction at some 
sites resuHs in complete inhibition of the transport of the protein having natural carbohydrate chains [Rose 
et al.: J. Biol. Chem., 263, 5948 and 5955 (1988)]. 
55 instances are alsSTnown where antigenic sites on polypeptides are masked by carbohydrate chains. 
For hGM-CSF, prolactin, interferon^, Rauschcer leukemia virus gp70 and Influenza hemagglutinin, experi- 
ments using polyclonal antibodies or monoclonal antibodies to specific regions on peptides have led to the 
conclusion that the carbohydrate chains on these proteins inhibit the reaction with the antibodies. On the 
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other hand, it is also known that carbohydrate chains in some proteins induce immune reactions. It is thus 
suggested that carbohydrate chains might play a dual role. 

It is further known that carbohydrate chains themselves are directly involved in the expression of activity 
of glycoproteins in some Instances. Examples are glycoprotein hormones, such as luteinizing hormone, 
follicle-stimuiating hormone and chorionic gonadotropin. 

Finally, Involvement in recognition phenomena may be mentioned as an important function of carbohy- 
drate chains. Many instances are known where carbohydrate chains are considered to be involved in cell- 
cell, protein-protein or cell-protein recognition phenomena. That different carbohydrate chain structures may 
be indicative of different sites of in vivo clearance is an example. 

In the foregoing, mention has been made of the structures and functions of carbohydrate chains in 
glycoproteins. The means of analyzing the structures and functions of carbohydrates have advanced 
remarkably, making it possible to analyze physicochemical properties of carbohydrate chains bound to 
peptide skeletons from various viewpoints. 

In particular, it deserves special mentioned that highly specific enzymes (exoglycosidases) eliminating 
monosaccharides one by one and glycopeptidases or endoglycosidases cleaving the site of binding to a 
peptide chain without damaging either the peptide chain or the carbohydrate chain are now available for use 
in detailed investigations as to the biological roles of carbohydrate chains. It is also possible to add one or 
more additional carbohydrate chains to proteins by using glycosyitransferase. it is further possible to add 
sialic acid to the end of a carbohydrate chain by using sialy transferase. Techniques are well known for 
modifying the carbohydrate chain to be added by using various glycosyitransferase inhibitors or 
glycosidase inhibitors. 

Although there are some cases where the techniques of carbohydrate chain addition were applied for 
the purpose of investigating the functions of carbohydrate chains, as In the case of the above-mentioned 
vesicular stomatitis virus membrane glycoprotein, such techniques have never been used for the production 
of improved polypeptides of high commercial value. Generally, many (physiologically active) polypeptides 
have undesirable properties; for example, they are readily cleaved with protease and their activity is 
reduced, heat treatment reduce their activity, they readily undergo clearance when administered to living 
bodies, and so forth. There have been no cases known as yet in which attempts have been made to 
increase protease resistance, thermal stability or stability in blood by modifying the amino acid sequences 
of such polypeptides and intentionally adding one or more new carbohydrate chains to the polypeptide of 
interest The present inventors have developed a means of improving various properties of such polypep- 
tides, as mentioned above, through the Intentional addition of one or more new carbohydrate chains to such 
peptides. 

Generally, many physiologically active polypeptides are disadvantageous in that their activity is readily 
reduced by cleavage with protease or upon heat treatment or that they readily undergo clearance when 
administered to living animals including humans. For instance, urokinase (hereinafter referred to as "UK") is 
converted to an inactive form upon exposure to a protease called thrombin. It is an important task to 
improve physiologically active polypeptides with respect to such properties. 



SUMMARY OF THE INVENTION 



A method has now been developed of providing physiologically active polypeptides with at least one 
new or additional carbohydrate chain to thereby accomplish the objects described above. The method of 
modifying the amino acid sequence of a polypeptide is to add at least one new carbohydrate chain to the 
modified polypeptide at a desired site, for example in the vicinity of a protease cleavage site. This method 
includes constructing a DNA coding for the modified polypeptide using recombinant DNA technology, 
constructing a recombinant expression vector with this DNA inserted in it. introducing the vector into a 
microorganism or animal cells and causing the microorganism or cells to express the thus modified 
polypeptide. Upon Investigating the properties of several glycosylated polypeptides obtained by this 
method, it was found that these polypeptides had been provided with the properties desired, such as 
protease resistance. The present invention has been completed based on such findings. 

Thus, the invention provides novel polypeptides having an amino acid sequence allowing addition of at 
least one carbohydrate chain, the resultant glycosylated polypeptides, DNAs coding for these polypeptides 
or glycosylated polypeptides, recombinant plasmids containing these DNAs, microorganism or animal cells 
harboring these recombinant plasmids, and a method of producing these polypeptides or glycosylated 
polypeptides which use the microorganism or animal cells are alt within this invention. 
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BRIEF DESCRIPTION OF THE DRAWINGS 



The invention is further illustrated with reference to the following drawings: 
Fig 1 Illustrates the classification of N-glycosylated carbohydrate chains. The symbols used in the 
figure respectively have the following meanings and these definitions shall apply throughout the specrfica- 
tion and appended claims: Qlc: glucose; Man: mannose; GlcNAc: 
N-acetylglucosamine; Qal: galactose; Sia: sialic acid; Fuc: fucose. 

Fig. 2 illustrates the structures of lipid Intermediates. In this figure. "PP" stands for pyrophospnonc 

3C ' Fig. 3 illustrates the dolichol phosphate cycle. The symbols used in the figure respectively have the 
following meanings: . 
P -wx : dolichol phosphate; P-P ^ : dolichol pyrophosphate; GDP: guan.dme diphosphate, UDP. 
uridine diphosphate; ♦ : glucose; V : mannose; •: N-acetylglucosamine. 

Fig. 4 illustrates the system of biosynthesis of N-glycosylated carbohydrate chains. The symbols 
used in the figure respectively have the following meanings; 

■ : N-acetylglucosamine; o: mannose; •: galactose; ♦: sialic acid; a: glucose; A: fucose. 
Fig. 5 shows the construction scheme for the plasmid pAS28. 
Fig. 6 shows the construction scheme for the plasmid pASNS. 
Fig. 7(1) shows the construction scheme for the plasmid pt19BD28CN145. 
Fig. 7(2) shows the construction scheme for the plasmid pASN145. 

Fiq 8(1) shows the electrophorogram obtained by subjecting hG-CSF and hG-CSF[ND28] each 
purified following production in Escherichia coli as well as hG-CSF, hG-CSF[ND28], hG-CSF[ND28N6] and 
hG-CSF[ND28N145l each produced in CHO cells to SDS-polyacrylamide electrophoresis followed by silver 

^'"'"pg 8(2) shows the result of enzyme-labeled antibody staining of proteins on the gel shown in Fig. 8- 
(1) after transfer onto a nitrocellulose membrane. An anti-hG-CSF monoclonal antibody was used as the 
antibody. 

Fig. 8(3) is a schematic representation of Fig. 8(2). ^ rK1MO , , lk o_ 

Fig 8(4) shows the result of SDS-polyacrylamide gel electrophoresis of hG-CSF[ND28] with an O 
qlycosylated carbohydrate chain newly added thereto and hG-CSFtND28] without the carbohydrate chain 
such as carried out with respect to chymotrypsin resistance, together with a schematic representation of 

said re ^ t - shQws thQ resu(t ^ sos.pofyacryiamide gel electrophoresis of hG-CSF[ND28N6] with an N- 
gtycosylated carbohydrate chain newly added thereto and hG-CSF{ND28N6] without such chain as earned 
out with respect to chymotrypsin resistance, together with a schematic representation of the same. 

Fig 8(6) shows the result of SDS-polyacrylamide gel electrophoresis of hG-CSFlND28N145] with an 
O-glycosylated carbohydrate chain or N-glycosylated carbohydrate chain newly added thereto and hG-CSF- 
[ND28N145] without such chain as carried out with respect to chymotrypsin resistance, together with a 
schematic representation of the same. 

Fig 8(7) shows the result of a comparative test of hG-CSFlND28N6] with an N-glycosylated 
carbohydrate chain newly added thereto and hG-CSF[ND28N6] having no such chain (as " result of 
elimination of such chain) as carried out with respect to thermal stability. The symbol o Indicates- N- 
glycanase treatment (hG-CSF[ND28N6J after N-glycosylated carbohydrate chain elimination) and the 
symbol • indicates the control (N-glycosylated carbohydrate chain-added hG-CSF[ND28N6]). 

Rg. 9 shows the construction scheme for single-strand pUKm pSl. 

Rg. 10 shows the construction scheme for the plasmid pUKS1. 

Rg 11 shows the construction scheme for the plasmid pSE1UKS1-1d. 

Rg! 12 shows the result of SDS-polyacrylamide gel electrophoresis of naturally occurring pro-UK and 
the UK derivative UK-S1 as carried out for comparing them with respect to thrombin sensitivity. 

Rg. 13 graphically shows the result of comparison of naturally occurring pro-UK and the UK 
derivative UK-S1 with respect to thrombin sensitivity as expressed in terms of amidolytic activity. 

Rg. 14(1) and Rg. 14(2) show the process for synthesizing a cDNA by the Okayama-Berg method 
and the construction scheme for a recombinant plasmid containing said cDNA, respectively. 

Rg. 15 shows the construction scheme for the plasmid pCCK1. 

Rg. 16 shows the construction scheme for the plasmid pCCK2. 

Fig. 17 shows the construction scheme for the plasmid pUKII carrying the human pro-UK cDNA. 
Rg. 1 8 shows the construction scheme for the plasmid pTrS20. 
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Fig. 19 shows the construction scheme for the plasmid pTrS33. 
Fig. 20 shows the construction scheme (or the plasmid pTerm2. 
Fig. 21 shows the construction scheme for the plasmid pTSFlO. 
Rg. 22 shows the construction scheme for the plasmid pTA4. 
Fig. 23 shows the construction scheme for the plasmid pAGE105M. 
Rg. 24 shows the construction scheme for the plasmid pAGE106. 
Rg. 25 shows the construction scheme for the plasmid pSE1PA1-5. 
Rg. 26 shows the construction scheme for the plasmid pSE1PAl-9. 
Rg. 27 shows the construction scheme for the plasmid pUC19H. 
Rg. 28 shows the construction scheme for the plasmid pSE1PA1-9A. 
Rg. 29 shows the construction scheme for the plasmid pSE1 PA1SE1 dhfr1-9A. 
Rg. 30 shows the construction scheme for the plasmid pSElGC3-3. 
Rg. 31 shows the construction scheme for the plasmid pAS3-3. 
Rg. 32 shows the construction scheme for the plasmid pUKA2. 
* Rg. 33 shows the construction scheme for the plasmid pUKB101 . 
Rg. 34 shows the construction scheme for the plasmid pUKF2. 
Rg. 35 shows the construction scheme for the plasmid pUKFpro. 
Rg. 36 shows the construction scheme for the plasmid pSElUKproMA. 
Rg. 37 shows the construction scheme for the plasmid pLA1 . 
Rg. 38 shows the construction scheme for the plasmid pLSA1. 
Rg. 39 shows the construction scheme for the plasmid pCfTAI . 
Rg. 40 shows the construction scheme for the plasmid pCfTB20. 
Rg. 41 shows the construction scheme for the plasmid pCfTL38. 

Rg. 42 shows the construction scheme for the plasmid pCfWDI. ^ <AQC 

Rg. 43 shows the construction scheme for the plasmids pCfT95K19, pCfAAl and pCfABS. 

Rg. 44 shows the construction scheme for the plasmids pCfBAS and pCfBD28. 

Rg. 45 illustrates the changes with time in whole-body fibrinolytic system factor levels during 
continuous infusion of natural pro-UK and of the carbohydrate chain-added UK-S1 . 

Rg. 46 illustrates the changes with time in whole-body fibrinolytic system factor levels following rapid 
bolus intravenous administration of natural pro-UK and of the carbohydrate chain-added UK-S1. 

Rg. 47 shows the construction scheme for the plasmid pUKS3. 

Rg. 48 shows the construction scheme for the plasmid pSEUKS3. m .,„,.* 

Rg. 49 graphically illustrates the time courses of thermal deactivation at 70 C of natural pro-UK and 
the carbohydrate chain-added modification UK-S3. 

Rg. 50 shows the construction scheme for the plasmid pTkSJL 
Rg. 51 shows the construction scheme for the plasmid pTkSRIB. 
- Rg. 52 shows the construction scheme for the plasmid pTkSD217. 

Rg. 53 shows the construction scheme for the plasmid pTkSL11. 
. Rg. 54 shows the construction scheme for the plasmid pTkS54. 
Rg. 55 shows the construction scheme for the plasmid pTG3. 
Rg. 56 shows the construction scheme for the plasmid phPA2. 

DETAILED DESCRIPTION OF THE INVENTION 

It Is an object of the invention to provide a polypeptide or glycosylated polypeptide with at least one 
new carbohydrate chain and thereby additionally endow the polypeptide or glycosylated polypeptide with at 
least one of the above-mentioned functions of carbohydrate chains. Thus, for instance, it is an object of the 
invention to stabilize polypeptides or glycosylated polypeptides by adding one or more new carbohydrate 
chains thereto and thereby retard blood clearance and/or direct said polypeptides or glycosylated polypep- 
tides to specific sites in vivo. In cases where protease cleavage of polypeptides exerts a great mfluence on 
their physiological activit7"the invention makes it possible to increase their protease resistance through 
carbohydrate chain addition and thus control their physiological activity. 

The formation of an amino acid sequence allowing the addition of a new carbohydrate chain in 
polypeptides can be realized by means such as amino acid substitution in, amino acid deletion from, or 
amino acid insertion into the polypeptides. 

Since asparagine (Asn) is known to be an amino acid for linking an N-glycosylated carbohydrate chain 
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and serine (Ser) and threonine (Thr) are each known to be amino acids suited for linking of an O- 
glycosylated carbohydrate chain, it is suitable for the Intended purpose to locate one of these "linking" 
amino acids at an appropriate position in the polypeptide to be modified. 

Polypeptides modified so that they contain an amino acid to which a carbohydrate chain can be added 
can be obtained preferably by introducing a tripeptlde of the formula Asn-X-Thr/Ser (X being any amino 
acid other than proline) into the poh/peptldes to be modified at an appropriate site. This tripeptide 
introduction can be carried out by the site-directed gene mutation technique. 

In adding a new carbohydrate chain, the site of carbohydrate chain addition is important. As mentioned 
above carbohydrate chain addition will not occur at certain sites on polypeptides or, in soma instances, 
addition of a new carbohydrate chain, even If it has occurred, may result in destruction of the appropriate 
three-dimensional structure of the polypeptide, which may lead to inhibition of membrane transport or loss 
of activity Therefore, it is necessary that the site of addition of a new carbohydrate chain should be located 
at least at a surface site region of the polypeptide. When the three-dimensional structure of a polypeptide is 
already known, the surface sites of this polypeptide are apparent, so that the site or sites of addition can be 
readily determined. To minimize activity loss due to the addition of one or more carbohydrate chains, it is 
desirable that the site or sites of addition should be as remote from the active site as possible. In the case 
of polypeptides the three-dimensional structure and active site of which are known, the addition site or sites 
can be selected, with due consideration for the above. On the other hand, when the three-dimensional 
structure of a polypeptide is unknown, the surface sites can be estimated by calculating the hydrophil.cty of 
the polypeptide on the basis of its primary structure. It is also possible to estimate the locus or loci where a 
turn structure is likely formed by anticipating the secondary structure based on the primary structure by the 
method of Chou and Fasman [Biochemistry, 13. 211 (1974); Biochemistry, 13, 222 (1974); Adv. ^zvmo' 
47 45 (1978)] or by the method of RobsoU [J. Mol. Biol., 107. 327 (1976); Ibid.. 120. 97 (1978)]. 
Furthermore, more detailed information may be obtained about the surface sites by treating with various 
kinds of proteases and identifying readily cleavable sites. Since it is thought highly probable that the vicinity 
of a protease cleavage site occurs on the surface of the polypeptide in question, such vicinity would 
become the best target site for carbohydrate chain addition when one attempts to add one. or more 
carbohydrate chains to the polypeptide efficiently or to produce a carbohydrate chain-added (i.e. glycosylat- 
ed) polypeptide comparable in activity to the corresponding naturally occurring protein. Furthermore, it can 
be expected that a polypeptide glycosylated in the vicinity of a protease cleavage site would be resistant to 
the relevant protease. The vicinity of a protease cleavage site thus may be said to be a very suitable 
carbohydrate chain addition site for stabilizing the polypeptide. It is desirable and preferable that a 
carbohydrate chain addition site should be introduced into a polypeptide within the range of 8 ammo acid 
residues from a protease cleavage site. 

irrespective of whether the three-dimensional structure is known or unknown, it is necessary to actually 
introduce carbohydrate addition sites into some of the sites selected in the above manner so that whether 
glycosylate can actually take place there can be confirmed, it is also necessary to evaluate the 
glycosylated polypeptides obtained as to whether they retain biologically activity, whether there is a loss in 
" activity or whether they have some or other additional. desirable function, and from other viewpoints. 

The polypeptide, which is the subject of the present invention, may be any physiologically active 
polypeptide As preferred examples, however, there may be mentioned colony stimulating factors 
(granulocyte-macrophage colony stimulating factor, granulocyte colony stimulating factor, macrophage 
colony stimulating factor), tissue plasminogen activator (t-PA), urokinase (UK), interferon^, interferon^ 
Interferon^, lymphotoxin, iipocortin, superoxide dismutase, erythropoietin, interleukin-1 , -2, -3. -4, -5. -6 and 
-7 and the like. Other physiologically active peptides amenable to this invention will suggest themselves. 

* Polypeptides are glycosylated as follows. First, a DNA coding for a mutant polypeptide so modified that 
it has. at a desired site, for example, in the vicinity of a protease cleavage site, an amino acid sequence 
which allows new carbohydrate chain addition is constructed by using recombinant DNA techniques. Then, 
the DNA is inserted into an expression vector and the resulting recombinant is introduced into microbial 
cells (yeast cells, fungal cells, etc.) or animal cells (CHO cells. NamaJwa cells, etc.) and expression is 
caused, and a newly glycosylated polypeptide can be obtained. For causing addition of an N-glycosylated 
carbohydrate chain, the DNA should be such that it contains an N-glycosylatlon site (Asn-X-Ser/Thn X being 
any amino acid other than Pro). Such DNA coding for a mutant polypeptide can be constructed in the 
manner of site-directed mutagenesis or by using a synthetic DNA linker, 
ss The function or functions of a carbohydrate chain greatly depend on the structure thereof. Therefore, it 
is also important that the structure of the carbohydrate chain to be added should be modified so that the 
carbohydrate chain selected can add a better property to the glycosylate product. The present invention 
includes the process for such optimization as well. As the methods for modifying the carbohydrate chain 
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structure there may be mentioned the following, among others r 1) Change of the protein-producing host: 2) 
Cultivation of microorganism or animal cells harbor ing the above-mentioned recombinant plasmid In a 
medium containing an agent (inhibitor) that inhibits an enzyme Involved In biosynthesis or processing of 
carbohydrate chains, such as 1-deoxynojirimycin, 1-deoxymannonojirimycin or swainsonlne; and 3) Treat- 
ment of glycosylated proteins with various glycosidases. such as sialidase. /5-galactosidase. 0-N-acetyl- 
glucosaminidase, 0-mannosidase and endoglycosidase. or glycosyrtransferases. such as slaiyltrartsf erase 

A more detailed description will be given below in those cases where the polypeptide or glycosylated 
polypeptide according to the invention is hG-CSF, UK or t-PA. 

(1) The case where the polypeptide or glycosylated polypeptide according to the invention is hG-CSF: 

Analysis of hG-CSF and the hG-CSF derivative hG-CSF[ND 28] (cf. Reference Example 16) each 
produced in and purified from Escherichia coll using recombinant DNA techniques has revealed that a site 
behind the 144th (from the N terminus) aWno acid phenylalanine (Phe) residue of the mature hG-CSF 
polypeptide is susceptible to proteolysis by chymotrypsin. As for hG.CSFtND28], it has also been revealed 
that four to seven N-terminal amino acid residues are susceptible to cleavage with various protease spec.es 
(subtilisin, chymotrypsin, trypsin, etc.). It Is known that hG-CSF[ND28J is more active than mature ^hG-CSF 
produced 1ri and purified from Escherichia coli. On the basis of the above findings, it is estimated that, in 
hG-CSF[ND28J. a portion close to the N terminus and a portion in the vicinity of the 144th (from the N 
terminus) amino acid are found on the polypeptide surface. Therefore, an attempt was made to add a 
' carbohydrate chain to hG-CSFlND28] on the 6th or 145th (from the N terminus) amino acid residue thereof 
An hG-CSF[ND28] derivative which has a carbohydrate chain addition site on the 6th (from the N terminus) 
amino .acid residue' is hG-CSFlND28N6] and a derivative which has a carbohydrate chain add.tion site on 
25 the 145th (from the N terminus) amino acid residue is hG-CSF[ND28N145]. In these cases, it is ejected 
that the carbohydrate chain addition can result in- development of protease resistance. Retardation of blood 
crearance can also be expected as a result of stabilization of the polypeptide. ^.^iabi 
The amino acid sequences of hG-CSF, hG-CSFlND28], hG-CSF[ND28N6] and hG^SF[ND26N145] 
used in illustrating the present invention are shown in Table 1, Table 2, Table 3 and Table 4. respectively. 
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Table 1 



10 20 30 40 50 60 

ACCCCCCTGG6CCCTGCCAGCTCCCT6CCCCAGAGCTT.CCTGCTCAAGTGCTTAGAGCAA 
ThrProLeuGlyProAlaSerSerleuProGlnSerPheLeuLeuLysCysLeuGluGln 

70 ' 80 90 100 110 120 

GTGAGGAAGATCCAGGGCGATGGCGCA6CGCTCCAGGAGAAGCTGTGTGCCACCTACAAG 
ValArgLysIleGlnGlyAspGlyAlaAlaLeuGlnGluLysLeuCysAlaThrTyrlys 

130 140 150 160 170 .180 

CTGTGCCACCCCGAGGAGCTGGTGCTGCTCGGACACTCTCTGGGCATCCCCTGGGCTCCC 
leuCysKisProGluGluLeuValLeuLeuGlyHisSerLeuGlylleProTrpAlaPro 

~190~ 200 210 220 230 240 

CTGAGCAGCTGCCCCAGCCAGGCCCTGCAGCTGGCAGGCTGCTTGAGCCAACTCCATAGC 
LeuSerSerCysProSerGlnAlaLeuGlnleuAlaGlyCysleuSerGlnLeuHisSer 

250 260 270 280 290 300 

GGCCTTTTCCTCTACCAGGGGCTCCT6CAGGCCCTGGAAGGGATCTCCCCCGAGTTGGGT 
GlyLeuPheleuTyrGlnGlyLeuLeyGlnAlaLeuGluGlylleSerProGluleuGly 

310 320 330 340 350 . 360 

CCCACCTTGGACACACTGCAGCTGGACGTCGCCGACTTTGCCACCACCATCTGGCAGCAG 
•ProThrLeuAspThrLeuGlnLeuA'spValAlaAspPheAlaThrThrneTrpGlnGln 

370 380 390 400 410 420 

ATGGAAGAACTGGGAATGGCCCCTGCCCTGCAGCCCACCCAGGGTGCCATGCCGGCCTTC 
MetGluGluLeuGlyMetAlaProAlaLeuGlnProThrGlnGlyAlaMetProAlaPhe 

430 440 450 460 470 480 

GCCTCTGCTTTCC AGCGCCGGGCAGGAGGGGTCCTAGTTGCCTCCCATCTGCAGAGCTTC 
AlaSerAlaPheGlnArgArgAlaGlyGlyValLeuValAlaSerriTsLeuGlnSerPhe 

490 500 510 520 

CTGGAGGTGTCGTACCGCGTTCTACGCCACCTTGCCCAGCCCTGA 

LeuGluValSerTyrArgValLeuArgHisLeuAlaGlnPro-** 
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Table 2 



TO 20 30 40 50 60 

GCACCAACATATCGCGCCTCGA6TCTACCACA6AGCTTCCTTTT.AAAAAGCTTAGAGCAA 
A1 aPro ThrTyrArg AlaSerSerLeuProGlnSerPheLeuLeuLysSerleuGluGIn 

70 80 90 100 ' 110 120 

GTGAGGAAGATCCAGGGCGATGGCGCAGeGCTCCAGGAGAAGCTGTGTGC.CACCTACAAG 
yalArgLysIleGlnGlyAspGlyAlaAlaLeuGln61uLysLeuCysAlaThr lyrLys 

130 140 150 160 170 ISO 

CTSTGCCACeCCGAGGAGCTGGTGCTGCTCGGACACTCTCTGGGCATCCCCTGGGCTCCC 
LeiiCysHisProGluGluLeuValLeuLeuGlyHisSerLeuGlyneProTrpAlaPro 

190 200 210 220 230 240 

CTGAGGAGCTGCCCCAGCCAGGCCCTGCAGCTGGCAGGCTGCTTGAGCCAACTCCATAGC 
LeuSerSerCysProSerGlnAlaLeuGlnLeuAlaGlyCysLeuSerGlnleuHisSer 

250 260 270 280 ' 290 300 

GGCCTTTTCCTCTACCAGGG6CTCCTGCAGGCCCTGGAAGG6ATCTCCCGGGAGTTGGGT 
GlyLeuPheLeuTyrGlnGlyLeuLeuGlnAlaLeuGluGlylleSerProGluLeuGly 

310 320 330 ' 340 350 360 

CCCACCTTGGACACACTGCAGCTGGACGTCGCCGACTTTGCCACCACCATCTGGCAGCAG 
ProThrLeuAspThrLeuGlnLeuAspValAlaAspPheAlaThrThrlleTrpGlnGln 

370 38Q 390 . 400 410 420 

ATGGAAGAACTGGGAATGGCCCCTGCCCTGCAGCCCACCCAGGGTGCCATGCCGGCCTTC 
MetGluGTuLeuGlyMetAlaProAlaLeoGlnProThrGlnGlyAlaMetPiroAlaPtie 

430 440 450 460 470 480 

GCCTCTGCTTTCCAGCGCCGGGCAGGAGGGGTCCTAGTTGCCTCCCATCTGCAGAGCTTC 
AlaSeVAlaPheGlnArgArgAlaGlyGlyValLeuValAlaSerHisLeuGlnSerPhe 

490 500 510 520 

CTGGAGGTGTCGTACCGCGTTCTACGCCACCTTGCCCAGCCCTGA 
LeuGluValSerTyrArgValLeuArgHisLeuAUGlnPro*** 
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Table 3 



10 20 30 40 50 60 

GCACCTAC6TATCGCAACTCGAGTCTACCACAGAGCTTCCTTTTAAAAAGCTTAGAGCAA 
AlaPro ThrTyrArgAsnS erSerLeuProG1nSerPheLeuLeuLysSe£LeuGTuG1n 

70 80 90 100 HO 120 

GTGAGGAAGATCCAGGGCGATGGCGCAGCGCTCCAGGAGAAGCTGTGTGCCACCTACAAG 
ValAVgLysIleGTnGlyAsp61yAlaAlaLeuG1nG1ulysLeuCysAlaThrTyrlys 

130 140 150 160 170 180 

CTGTGCCACCCCGAGGAGCTGGTGCTGCTCGGACACTCTCTGGGCATCCCCTGGGCTCCC 
LeuCysHtsProGluG1uLeuValLeuLeu6lyH1sSerLeuGlyIleProTrpA1aPro 

190 200 210 220 230 240 



CTGAGCAGCTGCCCCAGCCAGGCCCTGCAGCTGGCAGGCTGCTTGAGCCAACTCCATA6C 
LeuSarSerCysProSerGVnAlaLeuGlnLeuAlaGlyCysLeuSerGlnLeuHlsSer 

250 260 270 280 .290 300 

GGCCTTTTCCTCTACCA6GGGCTCCTGCAGGCCCTGGAAGGGATCTCCCCCGAGTTGGGT 
GlyLeuPheLeuTyrGlnGVyLeuLeuGlnAlaLeuGluGlyneSerProGluLeuGly 

310 320 • 330* 340 ' 350 360 

CCCACCTTGGACACACTGCAGCTGGACGTCGCCGACTTTGCCACCACCATCTGGCAGCAG 

ProThrLeuAspThrLeuGlnLe^^ 

37 0 3 80 ; 390 400 410 420 

ATGGAA6AACTGGGAATGGCCCCTGCCCTGCAGCCCACCCAGGGTGCCATGCCGGC-CTTC 
MetGluGluLeuGlyMetAUProAlaLeuGlnProThrGlnGlyAlaMetProAUPhe 

430 440 450 460 470 480 

GCCTCTGCTTTCCAGCGCCGGGCAGGAGGGGTCCTAGTTGCCTCCCATCTGCAGAGCTTC 
AlaSerAUPheGlnArgArgAlaGlyGlyValLeoValAlaSerHlsLeuGrnSerPhe 

490 500 510 520 

CTGGAG6TGTCGTACC6CGTTCTACGCCACCTTGCCCAGCCCTGA : 
LeuGluValSerTyrArgValLeuArgH1sLeuA1aG1nPro*** 
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Table 4 



10 20 • 30 -40- 50 * . 60 

GCACCAACATATCGCGCCTCGA6TCTACGACA6AGCTTCCTTTTAAAAAGCTTAGAGCAA 
AJ a g>ro ThrTyrArg AlaSerSerLeuProG1nSerPheLeuLeuLyslerLeuG1uG1n 

70 80 90 100 HO 120 

GTGAGGAAGATCCAGGGCGATGGCGCAGCGCTCCAGGAGAAGCTGTGTGCCACCTACAAG 
ValArgLysIleGlnGlyAspGlyAUAlaLeuGlnGluLysLeuCysAlaThrTyrLys 

130 140 150. 160 l/0 180 

CTGT GCCACCCCGAGGAGCTGGTGCTGCTCGGACACTCTCTGGGCATCCCCTGGGCTCCC 
LeuCysHisProGluGluLeuValteuLeuGlyKisSerLeuGlylleProTrpAlaPro 

190 200 210 220 230 240 

CTGAGCAGCTGCCCCAGCCAGGCCCTGCAGCTGGCAGGCTGCTTGAGCCAACTCCATAGC 
LeuSerSerCysProSerGlnAULeuGlnLeuAlaGlyCysLeuSerGlnLeuHisSer 

250 260 270 280 290 300 

GGCCTTTTCCTCTACCAGGGGCTCCTGCAGGCCCTG6AAGGGATCTXCCCCGA6TTGGGT 
GlyLeuPheLcuTyrGlnGlyLeuLeuGlnAVaLeuGluGlylVeSerProGluLeuGly 

310 320 330 340 350 360 

CCCACCTTGGACACACTGCA6CTGGACGTCGCCGACTTTGCCACCACCATCTGGCAGCAG 
PrpThrLeuAspThrLeuGlnLeuAspValAlaAspPheAlaThrThrneTrp&lJiGln 

370 380 390 400 410 \ 420 

ATGGAAGAACTGGGAAT6GCCCCTGCCCTGCAGCCCACCCAGGGTGCCATGCCGGCCTTC 
MetGluGluUeuGlyMetAlaProAl aLeuGl nProThrGl nGl yAl aMetProAl aPh e 

430 440 450 460 . 470 48-0 

GCCTCTGCTTTCAATCGATCGGCAGGAGGGGTCCTAGTTGCCTCGCATCTGCAGAGCTTC 
AlaSerAlaPhe^ArgSerAlaGlyGlyValLeuValAlaSerHfsLeiiGlnSerPhe. 

490 500 510 520 

CTGGAGGTGTCGTACCGCGTTCTACGCCACCTTGCCCAGCCCTGA 
LeuGluValSerTyrArgValLeuArgHi sLeuAl aGI nPr a*** 

The hG-CSF hG-CSF[ND28], hG-CSF[ND28N6] and hG-CSFtND28N145] can be produced by con- 
structing DNAs respectively coding for hG-CSF, hG-CSF[ND261, hG-CSF[ND28N6] and hG-CSF[ND28N145] 
by recombinant DNA techniques, inserting them into an appropriate expression vector, introducing the 
resulting recombinants into animal cells and causing expression thereof in said animal cells. In the case of 
hG-CSF[ND28N6] or hG-CSF[ND28N145] among the polypeptides thus obtained, a new carbohydrate chain 
(N-glycosylated carbohydrate chain) is added to about one third of the whole hG-CSF produced. Compari- 
son in protease susceptibility between the newly or additionally glycosylated species and new 
glycosylation-free species of hG-CSFlND28N6] or hG-CSF[ND28N145] has revealed that the newly 
glycosylated species is more resistant to protease. In the case of hG-CSF[ND28N6], it has also been found 
that the additionally glycosylated species Is more stable against heat as compared with the species 
deprived of the new carbohydrate chain enzymatically. "mis finding has proved the efficacy of the invention. 
It has further been revealed that hG-CSF[ND28I, when it is an expression product in animal cells, can have 
an additional O-glycosyiated carbohydrate chain added thereto. In this case, too, the additionally O-glyco 
sylated species is more resistant to protease. 



(2) 



The case where the polypeptide or glycosylated polypeptide according to the Invention is UK or t-PA: 
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Urokinase (UK) and streptokinase (SK) are currently In use as thrombose agents. These", °"bolytc 
agents, however, have no affinity for fibrin, which is a thrombus component Therefore. ™l e n 
aSstered in large quantities for effecting thrombolysis. Furthermore they activate not l*"^"" 
adsorbed on thrombin but also plasminogen in blood, causing systemic h y^ rflbr, ^y s ' S nr ^ d p ^ d '"9 «° * 
bleedino tendency In contrast to these thrombolytic agents, tissue plasminogen activator (t-PA) and pro- 
"okSe <£S (Leave precursor to UK), which have affinity for fibrin, have lately attracted much 

atte t-P°A.' which has affinity for fibrin, is expected to be adsorbed specifically on thrombin and thereby 
dissolve thrombin efficiently, without causing systemic hyperfibrinolysis There ; are two forms of t-PA. 
single-chain form and double-chain form. Plasmin converts the single-chain form to the d °" b,9 ^ n 
Slhe double-chain form of t-PA is the active form, single-chain t-PA. too. can exhibit a ^ fibrin £ytic 
activity equivalent to that of double-chain t-PA when fibrin decomposition products ^ Present As far as 
the affinity for fibrin is concerned, it has been revealed that single-chain t-PA has greater affinrty for fibr n 
[Tate ^Biochemistry. 26. 338 (1987)]. Therefore, it may be said that sing.e-chain t-PA Is higher in 

specificity to thrombin and is superior in this sense to double-chain t-PA. 

^n Z case of UK, too. there are the single-chain form and the double-chain form. Plasmm converts 
.nacL L^chain UK » active double-chain UK. This inactive single-chain UK Is also called pro-UK^ 
S ^a pro te«e named thrombin is present, this inactive single-chain UK. namely pro-UK. Is converted to 
aTracle double-chain form of UK [Ichinose et al, J. Biol. Chem.. 261. 3486 0 988); ^Gurew^h and 
Pannell: Blood. 69. 769 (1987)]. This thrombin susceptibility is a disadvantageous feature < jf pro-UIC 

As mentioned above, the thrombolytic agents t-PA and pro-UK are readily converted to disadvanta- 
• geous fZs un der me action of proteases, such as plasmin or thrombin. Reduction of *e.r ^otease 
SsceoS by causing carbohydrate chain addition in the vicinity of their protease cleavage utthzing the 
S n^^Si'hereUove. if attained. would axpected.y give better J^jS 
viewooint a ONA coding for pro-UK derivatives. UK-SI. having an Asn residue in lieu of the 164th amino 
"idX residue of mire pro-UK and having an glycosylated carbohydrate chain Introduced therein o 
f„ said Asn residue. UK-S3, having an Asn residue in lieu of the 153rd ammo acid Leu res,due of mature 
pro-UK and a Thr residue in lieu of the 155th amino add Pro of mature pro-UK and hav.ng an N- 
olvcosvlated carbohydrate chain introduced thereinto on said Asn residue, were constructed. 
9 V ?ne arnino add sequences of natural pro-UK. UK-S1 and UK-S3 used for illustrating the Invention are 
shown in Table 5, Table 6 and Table 7, respectively. 
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Table 5 



10 20 30 40 SO 60 70 

ATGAGAGCCCTGCTGGCGC6CCTCCUCTCT6CCTCCTGGTCGTGASCGACTCCAAAGGCAGCAA7CAACTTCAT 
HetArgAULeuLeuA1aAr9LeuleuLeuCysV*UettVa)V«1SerA$pStrLy$Gl/SerA$nGluLeuH1$ 

8S 95 105 1*15 12S 135 145 

CAAGTTCCATCGAACTGTGACTGTCTAAAT6GAGGAACATGTGTGTCCAACAAGTACTTCTCCAACATTCACTGG 
GinV*lProSerA$nCy$A»pCysl«uAsnG.1yGlyThrCrsVt)SirAjnly>TyrPheSerA.snneHi$Trp 

ISO 17fr 180 190 200 210 220 

TGCAACTGCCCAAA6AAATTCGGAG6GCA6CACTCTGAAATAGATAAGTCAAAAACCTGCTATGAG5MAAIGGi 
CysAsnCy»ProlysLyiPh«Gly61yG1nH1sCysQ1uI1eAjpLysS«rLyiThrCyiTyrG1uGljfA$nG1y 

235 245 25S 265 275 28S 295 

CACTTTTACCGAGGAAAGGCCAGCACTGACACC AT6GGCCGGCCCTGCCTGCCCTCGAACTCTGCCACTGTCCTT 
MfsPhtTyrArgGIyLyiAlaSerThrAfpThrMetGlyArgPi^oCysUeuProTrpAsnSerAUThrViUtu 

310 320 330 340 350 360 370 

CAGCAAAC6TACCATGCCCACAGATCT6ATGCTCTTCAGCTGGGCCTGG66AAACATAATTACTGCAGGAACCCA 
G1n6inThrTyrH1sAUK1sArgSerA$pAlaUeuG»nLeuG1yLeuGlyly$HHAsnTyrCysAr9A$nPro 

385 395 405 415 425 435 445 

GACAACC6GA6GCGACCCTGGTGCTATGTGCAGGTGGGCCTAAAGCC6CTTGTCCAAGA6TGCATGGTGCAT6AC 
A$pA$nArgAr9ArgProTrpCy$TyrVaVG1nV*1G1yLeuLy$ProL«uVi1Gln61uCysMetV*lHlsA$p 

460 470 480 490 500 510 520 

TGCGCAGAT6GAAAAAAGCCCTCCTCTCCTCCAGAAGAATTAAAATTTCAGTGTGGCCAAAA6ACTCT6AGGCCC 
CyiA1«A$pGlyLy$LysProSer5erProProGluG1uLeuLy*PhtG1nCysGtyGlnty$ThrLeuArgPro 

535 545 555 565 575 585- 595 

CGCTTTAA6ATTATT66G66AGAATTCACCACCATCGAGAACCAGCCCTGGTTTGCG6CCATCTACAG6AGGCAC 
ArgPheLy»ntneG1yGlyGluPheThrThrIle61uAsnG1nProTrpPh«Al aAl all eTyrArgArgHf s 

610 620 630 640 650 660 670 

CGGG6GGGCTCTGTCACCTACGTGTGTGWGGCAGCCTCATCAGCCCTTGCTGGGTGATCAGCGCCACACACTGC 
ArgG1yG]y5erV8lThrTyrV*1CysG1yGlySepLeuIleSerProCysTrpVaU1eSerAlaThrH1sCys 

685 695 70S 715 725 . 735 745 

TTCATTGATTACCCAAAGAAGGAGGACTACATCGTCtACCTGGGTCGCTCAAGGCTTAACTCCAACACGCAAGGG 
PhellcAspTyrProLystyiGluAspTyrMeValTyrLeuGlyArgSerArgLeuAsnSerAsnThrG VnGly 

760 770 780 790 800 810 820 

6AGATGAAGTTTGAGGTGGAAAACCTCATCCTACACAAGGACTACA6CGCTGACACGCTTGCTCACCACAATGAC 
61uMetLytPheG1uV*lGluAsnHul 1 «L*«H1 itysAspTyrSerAl*A»pThrleuAl »HI sM1 sAsnAsp 

S35 ' 845 855 865 875 885 895 

ATTGCCTTGCT6AAGATCCGTTCCAAGGAGGGCAGGTGT6C6CA6CCATCCCGGACTATACAGA?CATCT6CCT6 
neAUL«uLeuLy$n«ArgStrLysGluG1yArgCysAlaG1nProSerAr9Thrl1e61nThrlleCy5Leu 

91 0 920 930 940 950 960 970 

CCCTCJSATGTATAACGATCCCCAGTTTGGCACAAGCTGTGAGATCACTGGCTTTGGAAAAGAGAATTCTACCGAC 
Pr-oSe?HetTyrAsr»AspProG1nPhe6ryThr5erCy*GluntThrG1yPh«GlyLysC1uA$n5erThrAsp 

gas 995 1005 1015 1025 1035 1045 

TATCTCTATCCGGAGCAGCTGAAAAT6ACTGTTG7GAA6CTGATTTCCCACCGGGA6TGTCAGCAGCCCCACTAC 

TyrteiTyrProGluGlnleuL^ 

1060 1070 1080 1090 1100 1110 VH^^^ 

TACGGCTCTGAA6TCACCACCAAAATGCTGTGTGCTGCTGACCCACA6T6GAAAACA6ATTCCTGCCAGGGAGAC 

iyrGlySerGlu^ 

1135 1145 1155 1165' 1175 1185 n !* 

TCAGGGGGACCCCTCGTCTGTTCCCTCCAAGGCCGCATGACTTIGACTGGAATTGTGAGCTGGGGCCGTGGATGT 

SerGlyllyP^oleu^ 

1210 1220 1230 1240 1250 1260 1270 

GCCCTGAAG6ACAAGCCAGGC6TCTACACGAGAGTCTCACACTTCTTACCCTG6A^ 

AlaL«uLytAjpLy*Pro61yVaUyrThrArgValSerH1»PheLtuProTrpIleArgSerHUThrLy$Glu 

1285 129S 
GAGAATG6CCTGGCCCTCT6A 
G1uAsn61yLtuAl*teu*+* 
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Table 6 



10 20 30 40 SO 60 70 

A6CAAT6AACTTCATCAAGTTCCATCGAACT6T6ACTGTCTAAATGGA6GAACAT6TGTGTCCAACAACTACTTC 
$erAsnGl U LeuHUG1nV»)ProS«rA,nCyiA»pCy$l.««A Sn Gly6lyThrCysV*lSerAinLysTyrPh« 

85 95 105 1 15 125 1 35 145 

TCCAACATTCACTGGTGCAACT6CCCAAAGAAAtTCGGA6GGCAGCACTGTGAAATAGATAAGTCAAAAACCTGC 

1*0 170 180 190 200 210 220 

TAT6AGGGGAATGGTCACTTTTACCGAGGAAAGGCCAGCACTGACACCATGG6CCGGCCCTGCCTGCCCTGGAAC 

TyrGluGlyAsnGlyHlsPheTyr^^^ 

71 c ?4S 255 265 275 285 295 

TCTGCCACTGTCCTTCAGCAAACGTACCATGCCCACAGATCT6ATGC.TCTTCA6CTGGGCCTG6GGAAACATAAT 

110 320 330 340 350 360 370 

*TACTGCAGGAACCCAGACAACCGGAGGC6ACCCT6GTGCTATGTGCAGGTGGGCCTAAA6CCGCTTGTCCAAGA6 

1A5 395 405 415 425 435 445 

TGCATGGtGCATGACTGCGCAGATGGAAAAAAGCCCTCCTCTCCTCC^ 

CysM«tvilHUA5pCysAUAspG1ytysLy$ProSerSerProProGluGluL«uLy»PhtG1nCyiG1yGln 

dtO 470 480 490 500 510 S20 

AAGACTCTGAGGCCCCGCTTTAAGATTATTCGGGGAGAAAACACCACCATCCAGAACCAGCCCTGGTTTGCGGC^ 

^ThrteuArgProAr^ 

c 3 e 545 55S 565 575 585 595 

ATCTACAGGAGGCACCG66GGGGCTCTGTCACCTACGT6TGTGGAG6CAGCCTCATCAGCCCTTGCTGGGTGATC 

IUTyrArgArgHI^^ 

<tfl 620- 630 640 650 660 . 670 

arrcrra?ACACTGCTTCATTGATTACCCAAAGAAGGA6GACTACATCGTCTACCT6G6TC6CTCAAGGCTTAAC 



SerAsnThr61nGlyGluH«tLy$Ph«GluY«lGiuAin!.eoi leieunuv/^^./r^.n r 

!!! ?" ^.J^rrirrlSIiTC^ 



1210 1220 1230 

AGTCACACCAAGGAAGAGAATG6CCTGGCCCTCTGA 
SerHI sThrlyiGluGl uAsnGI yleuAl tltu*** 
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In accordance with the Invention; DNAs respectively coding for pro-UK. UK-S1 and UK-S3 are 
constructed using recombinant DNA techniques and inserted into an expression vector, each resulting 
recombinant expression vector is introduced into animal cells, and expression Is caused. Comp^ 
oro-UK and UK-S1 and UK-S3 thus obtained has revealed that UK-S1 and UK-S3 are lower tn thrombin 
susceptibility than the natural form pro-UK and that their stability in serum and heat stability are improved, 
proving the efficacy of the invention also in the case of UK. ^ ■ 

When the polypeptide or glycosylated polypeptide according to the mvenbon is ««SF. UK or t-PA a 
cDNA obtained by causing reverse transcription of a messenger RNA coding for hG-CSF, UK or t-PA oy 
using appropriate recombinant DNA techniques, a DNA coding for hG-CSF. UK or t-PA as obtained I fronr , a 
chromosomal DNA, a synthetic DNA coding for hG-CSF. UK or t-PA. or the like may be used as the DNA 
coding for hG-CSF. UK or t-PA. . 

The hG-CSF cDNA may be any DNA provided that it codes for hG-CSF. As a specific example, there 
may be mentioned pCSF2. which has been produced by the present inventors as described in Reference 

^^he* hG-CSF cDNA in pCSF2 has been identified by the dideoxy sequencing method using M13 phage 
m Messing et al.: Gene. 19. 269 (1982)1. The hG-CSF cDNA in pC$F2 contains the whole mature protein 
portion although a part of the signal sequence is missing therein. The base sequence of this mature prote.rt 
portion is shown in Table 1 . , 

The human t-PA cDNA or human UK cDNA to be used may be any DNA provided that it codes for 
human t-PA or human UK. As typical examples, there may be mentioned the human t-PA cDNA m the 
plasmid ptPA7 and the human UK cDNA in the plasmid P UK1 or pUK11. ptPA7, pUK1 and pUK11 are the 
plasmids produced by the present inventors as described in Reference Examples 1. 2 and 3. respectrvery. 
The human UK cDNA in pUK 1 and that In pUK11 have been sequenced by the dideoxy method using M13 
ofiaoe 

Neither of the human UK cDNAs in pUKl and pUK11 codes for the complete pro-UK but the base 
sequence of each cDNA is in agreement of a part of the base sequence shown in Table 5. 

An Escherichia cbli strain harboring ptPA7 has been deposited, since September 3. 1987. with the 
Fermen tation Resea rrtTlnstitute (FRI). Agency of Industrial Science and Technology, under the designation 
Escherichia coil EtPA7 (deposit number FERM BP-1467), an Escherichia coli strain harboring pUK1 under 
the designa te Escherichia coli EUK1 (FERM BP-1463), and an Escherichia coli strain harboring pUK11 
under the designation Escherichia coli EUK11 (FERM BP-1464) in accordance with the Budapest Treaty. 

The plasmid to b e used for i nsertion thereinto of a DNA coding for hG-CSF. UK or t-PA may be any 
plasmid provided that said DNA can be expressed in Escherichia coli or animal cells. Preferred for the 
expression of hG-CSF. UK or t-PA in Escherichia coli are plasmids which allow insertion of a foreign DNA 
thereinto at a site downstream from an appropriate promoter, such as a trp or lac promoter, and in which 
the distance between the Shin- Dalgarno sequence (hereinafter abbreviated as SD sequence) and the 
initiaUon codon (ATG) has been adjusted to an appropriate length, for example 6 to 18 bases. As preferred 
specific examples, there may be mentioned pKYPIO (JP-A-58-1 10600 or U.S. Patent 4.688 191; the term 
\JP-A" as used herein means an "unexamined published Japanese patent application) and pTrS33 
(Reference Example 5). each created by the present inventors. 

The plasmid to to be used for" the expression of a DNA coding for hG-CSF. UK or t-PA in animal ceils 
may be any plasmid provided that said DNA can be expressed In animal cells. Preferred are those plasmids 
' which allow insertion of a foreign DNA thereinto at a site downstream from an appropriate promoter, such as 
the SV40 early promoter or SV40 later promoter, and which have a poly(A) signal, splicing signal and so 

<0rth As preferred specific examples of the plasmid. there may be mentioned pAGEl03 [Minagami et al.; J. 
Biochem., 101. 1307-1310 (1987)]. P SE1PA1-9A and pSE1PA1SE1dhfrl-9A (Reference Example 9). each 
created by "the present inventors. ™ ^ 

An Escherichia coli strain harboring pAGE103 has been deposited since March 23. 1987 with the 
Fermentation Research Institute under the designation Escherichia coli EAGE103 (FERM BP-1312) in 
accordance with the Budapest Treaty. As a plasmid containing the dihydrofolate reductase (hereinafter 
abbreviated as dhfr) gene as a selective marker, there may be mentioned pSV2-dhfr [S. Subramanl et al.: 

Mol. Cell. Biol.. 1. 854 (1981)]. 

The recombination between the DNA coding for the novel polypeptide or glycosylated polypeptide of 
hG-CSF UK or t-PA and the vector DNA can be carried out by ordinary recombinant DNA techniques of 
digesting both DNA with restriction enzymes and conducting ligation using T4 DNA ligase. The ligation may 
also be carried out following filling in of the ends of the DNA fragments obtained by digestion with 
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restriction enzymes using DNA polymerase I Klenow fragment or T4 DNA polymerase or following paring 
off of the cohesive ends o( such fragments using T4 DNA polymerase, or using a DNA linker 

Ihe foS describes several cases in .which recombinant plasmids with a DNA coding for a novel 
poiypeptide or glycosylated polypeptide of hG-CSF or UK being incorporated therein a^cons^cted us Ing 
oCSRas the hQ-CSF cDNA-containing plasmld or pUK1 and pUK11 as the pro-UK cDNA-containmg 
olasmids and if necessary, using a chemically synthesized linker or applying site-directed mutagenesis. 
P £r5™ illustration^ given of a case In which a recombinant plasmid pAS28 is conducted for the 
expression of the hG-CSF derivative hG-CSF[ND28] (cf. Reference Example 1 6) In animal eel s 

Afshown in Rg. 5. pAS3-3 (Reference Example 10) is cleaved with Mlul and ApaLI and a DNA 
fracmenfrout 3.0 kb in L is purified. Separately, the same plasmid is cleaved with Aatll and MM and a 
oTSment about 6.3 kb in size is purified. Further, separately. pCf BD28 (cf. R f 
cleaved with Aatll and Xhol and a DNA fragment about 0.3 kb in size is purified. These three ^ONA 
SmVntTandThe synthetiroNA shown in Rg. 5 are ligated together using T4 DNA ligase to give pAS28 

9 ThC Mother lustration is given of a case in which a recombinant plasmid. P ASN6. coding for a novel 
hG^poTy peptide, which Is a modification of hG-CSF[ND2B] and has an N-glycosylated carbohydrate 
chaS add^ site on the 6th (from the N terminus of hG-CSFlND28]) amino acid res,due. is cons^cted^ 

L shown in Rg. 6. P AS3-3 is cleaved with Mlul and ApaLI and a DNA fragment about 3* kb n size s 
□urif^ Se^ Li? pAS28 is cleaved witfi XhoTand MiuTand a DNA fragment about 6.55 kb In size .s 
Tntsetro DNA fragments and the^nthetic-fJNA shown in Rg. 6 are ligated together ,n the 

TSSr, case ,n which a recombinant P'-id. P ASN14 5 coding for a 
novel hG-CSF polypeptide which Is a modification of hG-CSF[ND28] and has an N-glycosylated carbohy- 
7*e chafn addUion site on the 145th (from the N terminus of hG-CSFlND28]) amino acd res,due ,s 

"'"The" construction of P ASN14S is carried out using site-directed mutagenesis. As shown in Fig. 7-<1). 
pCfBDL is cleaved with Pvu.l and.BamHI and a DNA fragment about 0.94 kb in size is purified Separately 
me MlTphage vector M13nTp19 RFDNA is cleaved with Sma. and BamHI and a DNA fragment about 7^4 
kb In size is purified: The thus-obtained two DNA fragments are ligated together in the presence of T4 DNA 
Hgase to give P t19BD28C. Then, this ptl9BD28C Is used to transfect Escherichia ^ 
stranded pt19BD28C Is obtained from the phage obtained above. As also shown In F.g. 7-(1) the M13mpl9 
RF DNA deleaved with Hind.ll and ecoR. and a DNA fragment about 7.2 kb in size is purified. This DNA 
fragment (about 7.2 kbfind the single-stranded pt19BD28C obtained above are ^ 
suited to denaturing Uatment followed by annealing. The thus-formed gapped duplex ONA is punf ed. 
A tr i^ingTmil gapped duplex DNA with the synthetic DNA shown in Rg. 7-(1) the anneai.ng 
ofoducT"s c Slaved using the Klenow fragment and T4 DNA ligase. The resulting circular DNA Is used to 
l^hSrcoli JM105 to give P t198D28CNl45 with site-directed mutagenesis introduced therein 
Sn ^s shoW ?F.g 7-f 2 S19BD28CN145 is cleaved with Boll and BamH. and a DNA fragmen 
+o2SA t Z is purified. Separately. P CfBD28 is cleaved wittTBamH. and B^ll and a ONA fragment 
about 3.25 kb in size is purified. The two DNA fragments thus obtained are ligated together ,n the presence 

" T Th D en A « a^shtn Kg^XcfBD^N^ is cleaved with Ban... and BamH. and a DNA fragment 
abound * inleTpun^ied 9 The ti^-obtained DNA fragment (abo"^ kb) is cleaved with ^de. Ue*ed 
S DNA polymerase Klenow fragment for fining in the cohesive ends and then ftirther cleaved 
and a DNA fragment about 0.2 kb In size Is purified. Separately. pAS28 is cleaved with Aatll an Xhol and a 
Sa fragmenTTbout 0.8 kb in size is purified. Further, separately. P SE1PAlSEldhfr1£A [Reference 
LamS 9 9H cleaved with Smal and Xhol and a DNA fragmen, about 8.7 kb in size is ^J^T 
2ed three ONA fragmeritslabout 0~ kb. about 0.8 kb and about 8.7 kb in size) are l.gated together In 

C^SJ.t'EJ^,*-* PS E 1UKS1,d. Is constructed for the 
, expression in animal cells of the UK derivative UK-S1 having an N-glycosyla,ed carbohyrate charn added 

890 bo in size is ourified. Separately, the M13mp18 RF DNA [Yanisch-Perron et al.: Gene. 33. 103 (1985)] 
fs^.ealed w th Ps^nd BamH. and'a DNA fragmen, about 7.2 kb is purified. Both the ' ^ragmentsmus 
; obtained are ligated tbgethiTin the presence of T4 DNA ligase to give a plasmid. pUKmpSL with a part of 
,heUKcDNAsubclonedintheM13mp18vector. 

The single-stranded pUKmpSI DNA is prepared in the conventional manner and then, as ^shown in Fig^ 
10. its base sequence is modified so that an N-glycosylated carbohydrate cham can be added onto the 
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164th Cm UK) amino acid residue. Thus, using the synthetic DNA 5 -GGG6AGAAAACACCACC-3 for 
substituting Asn^»r Phe-164 and the synthetic DNA S '-GTTTTCCCAGTCACGAC-3 for determining the 
DNA S sequence of M13mp18 as primers, the single-strand pUKmpS, DNA is converted to ft, -double- 
sTanded DNA In the presence of Escherichia coli DNA polymerase I Klenow fragment and at the same time 
£££ lX££d into the deiffid^ThTthus^tained m ^ d ^ e ^^ ed | ?^I s NA ^ l ^™ 
Pstl and EcoRI and a DNA fragment about 600 bp in size is purified. Separately, UK cDNA-contalnlng 
SkfT^e&no. Example 3) is cleaved with AatU and Pstl and a ^^^^ZTonf^ 
ourified Further separately. P UKB101 (Reference Example 12) with a Kpnl site .ntroduced therein on the 3 
terminal stoof the UK cDNA is cleaved with AatU and EcoRI and a DNA fragment about 2. > kb .n size s 
552 The thus-obtained three DNA fragmenTTare llgated together in the presence of T4 DNA ligase to 
give recombinant plasmld, pUKS1. coding tor the UK derivative UK-S1 

9 Subsequent*, as shown in Fig. 11. the expression vector for a foreign ^^^^*^ 0 ^ 
aerie amplication P SE1PA1SE1dhfr1-9A (Reference Example 9) ,s cleaved wrth Kpnl and ttwl and a DNA 
SeTt about 8.6 kb in size is purified. Separately, the recombinant plasm.d for UK °*P'°™™ 
SSroHA (Reference Example 13) is cleaved with Kjol and Bglll and a DNA ^nt about 0^75 kb 
Is size Is purified. Further, separately. P UKS1 coding for UK-S1 is cleaved w.th Kpnl and B£l ; nd a DNA 
fragment about 1.15 kb in size is purified. The thus-obtained three DNA fragments are (gated together 
udnq T4 DNA ligase to give a recombinant plasmid. PSE1UKS1-1d. allowing UK-S1 expression 

RecombinaS pTasmTd P SEUKS3 coding for UK-S3 can be produced by similar method for obta-n.ng 

pSE The S rea2ion conditions for use in the above-mentioned recombination techniques are generally as 



follows, 



25 



The DNA- digestion reaction with an restriction enzyme or enzymes is 8mr^ cantodh out to . . i reaction 
mixture containing 0.1 to 20 ug of DNA, 2 to 200 mM (preferably 10 to 40 mM) Tris-HCI (pH 6.0 to 9.5. 
S^iy pH 7 7to 8.0). 0 to 200 mM NaCI and 2 to 20 mM (preferably 6 to lOmM) MgCb in the presence 
To 1 to 100 units (preferably 1 to 3 units per microgram of DNA) of each restriction enzyme , a t 20 to 
70* C (the optimal temperature varying depending on the kind of .restriction enzyme) for 5 rt Inrtesto 24 
hours.- The reaction is terminated generaily by heating at 65 to 75 C f or 5 to 30 
to inactivate the restriction enzymes used by means of phenol, diethyl pyrocarbonate or the "^ reagent 

Th» DNA fragments resulting from restriction enzyme digestion or the gapped duplex DNA can be 
purf^d by tow 3ng point agarose ge. electrophoresis (hereinafter referred to as "LGT method" fcrjrj 
H_ Wieslander: Analytical Biochemistry. 98, 305 1979)] or by the agarose gel freezing-thaw ng method 
LSrTbbreviated as "AFT method". The AFT method comprises adding an equal volume of TE 
JZTTnSSKS. (PH 7.5). 1 mM EDTA) and 2 volumes o, phenol (saturated witt , TE tar) to a shoe 
■ of DNA fragment-containing agarose gel (0.7 to 1.5%). achieving admixture, repeating a freezing fTO Cy 
"awing (65- C) cycle two times, centrifuging. separating the resulting upper aqueous solution layer and 
recovering the DNA fragment by precipitation with ethanol. The ^^^^^3241 DN^aqmenl 
purified from agarose gel or polyacrylamide gel by using an Atto model Maxfield AE-3241 DNA fragment 
recoverer. The latter method is hereinafter referred to as "electroelu tlon method , nraferabh/ 

The ligation of DNA fragments is conducted in a reaction medium containing 2 to 200 
10 to 40 mM) Tris-HCI (pH 6.1 to 9.5. preferably pH 7.0 to 8.0), 2 to 20 mM (preferably 5 to 10 <W£&*. 
01 to 10 mM (preferably 0.5 to 2.0 mM) ATP and 1 to 50 mM (preferably 5 to 10 mM) dith.othre.tol 
(ierJn^m ( r«mes referred to as "DTT") in the presence of 1 to t.000 units of T4 DNA tigase at 1 to 
37" C foreferably 3 to 20* C) for 15 minutes to 72 hours (preferably 2 to 20 hours). 

t\?h2SLL plasmid DNA resulting from the ligation reaction is '"tro-luced into .^n^a coh 
using the transformation method of Cohen et al. [S. N. Cohen et aL: Proc. Natl. Acad. Sc.. USA. 69. 2110 
1972)1 or the transformation method of Hanahan (J. Mol. Biol.. 166. 557 (1983)), as necessary 

The recombinant M13 phage RF DNA resulting from the ligation reaction ,s .ntroudced ,nto Eschench a 
coli JM105 [J. Messing et al.: Gene. 33. 103 (1985)) using the known transfectlon method [Y. Kuchino et al.. 
TanpakushKsu. Kakusan. Koso, 29. 294 (1984)] as necessary. „„„ h . .„ „,» 

DNA isolation from Escherichia coli harboring any recombinant plasm.d DNA or recombinant : M13 
phage RF DNA is perfo m^d by the m ~elhod of Bimboim et al. [H. C. Birnbo.m et al.: Nucleic Acids Res.. 7. 

1513 (1979)1. for instance. _.._„_, 

Single-strand DMA Isolation from the recombinant M13 phage is performed by the known method [Y. 

Kuchino at al.: Tanpakushitsu. Kakusan, Koso. 29. 294 (1984)1- ... 
The deoxyoligonucleotides to be used in the practice of the invention can be synthes.zed by sob* 

chase synthesis by the phosphoric amldlte method (S. L. Beaucage et al.: Tetrahedron Lett.. 22 1859 
L J fLBrte et 24. 245 (1983)] using an Applied Blosystems model 380A DNA synthesizer 
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(Applied Biosystems Inc.. Foster City, CA 94404). For ligating any of the deoxyoligonucieotldes thus 
synthesized to another ONA fragment, about 20 picomoles of the deoxyoligonucleotide is 5 -phosphorylated 
in 20 ul of T4 kinase buffer [50 mM Tris-HCI (pH 7.6). 10 mM MgCI 2 . 5 mM DTT, 0.1 mM EDTA, 0.5 mM 
ATP1 In the presence of 5 units of T4 DNA kinase- For use as a probe for hybridization, the deox- 
yoligonucleotide is radiolabeled at the 5' end by using 20 to 50 uCl of [ 7 -*P]ATP (3.000 Ci/mmol; 
Amersham, Arlington Heights. II) in place of 0.5 mM ATP In the above-mentioned T4 kinase buffer. 

Structural analysis of plasmid DNAs is performed by digesting each plasmld with 1 to 10 different rest 
riction enzymes and then checking cleavage sites by agarose ge! electrophoresis or polyacrylamide gel 
electrophoresis. Determination of the base sequence of a DNA. if necessary, can be made by the dideoxy 
sequencing method using M13 phage. 

The polypeptide or glycosylated polypeptide according to the invention can be produced using 
Escherichia coli or animal cells as hosts. Examples of the host E. coli Include the strain K-12. NY49, HB101 
and C600S F8" Examples of the host aminal cells include a Chinese hamster ovary (CHO) cell and a 

Namalwa cell. , _ u . 

Tne novel hG-CSF polypeptide of the present Invention Is produced using Escherichia coli as the host 

in the following manner. ^ . ilOA ^ M(rMSX1 

Escherichia coli K-12 MM294 [Backman K., et al., Proc. Natl. Acad. Sci. USA., 73' 4174 < 1976 > 3 is 
tran sformed wit hTplasmid (e.g. pCfBD28N145) and an Escherichia coli strain harboring pCfBD28Nl45 is 
selected from among the ampicillin-resistant (Ap r ; hereinafter the same shall apply) colonies obtained. 7*e 
P CfBD28N145-bearing Escherichia coli strain is cultivated in a medium, whereby the novel hG-CSF - 
polypeptide is produced in the culture. 

The medium to be used here may be either a synthetic one or a nature-derived one provided that It Is 
suited for the growth of Escherichia coll "and the production of the novel hG-CSF polypeptide. 

This usable as the carbon source are glucose, fructose, lactose, glycerol, mannitol. sorbitol and the 
. like. Usable nitrogen sources are NH*CI, (NH*) 2 SO*. casamino acids, yeast extract, polypeptone meat 
extract Bacto-tryptone. corn steep liquor and the like. Usable as other nutrient sources are K 2 HPO*. 
KHaPO*. NaCI, MgSO*. vitamin Bi . MgCIa, etc. . , 

The cultivation is carried out at pH 5.5 to 8.5, at a temperature of 18 to 40 C. with aeration and stirring. 
After 5 to 90 hours of cultivation, the accumulation of the novel hG-CSF polypeptide in cultured cells 
becomes substantial. Cells are then harvested from the culture and disrupted by sonication. and the cell 
detritus mass is recovered by centrifugation. The novel hG-CSF polypeptide can be extracted from the cell 
detritus mass, followed by purification, solubilization and renaturation, by the method of Marston et al. [F. A. 
O Marston et al.: BIO/TECHNOLOGY, 2. 800 (1984)] or by the method of Pennica et al. [Nature. 3M, 214 
(1983)] or by the method of Winkler et al [BIO/TECHNOLOGY, 3. 990 (1985)]. 

Now. mention is made of method of producing a novel hG-CSF polypeptide or a novel glycosylated hG- 
CSF polypeptide using animal cells as hosts. rec 

The host to be used for the expression of a novel hG-CSF polypeptide or a novel glycosylated hG-CSF 
polypeptide may be any animal ceil line provided that it allows expression of said polypeptide or 
Glycosylated polypeptide. As preferred specific animal cells, there may be mentioned, among others, 
dhfrdeficient CHO cells [G. Urlaub and L A. Chasln: Proc. Natl. Acad, Sci. USA. 77, 4216 (1980)]. 

In the following, mention is made of case where a novel hG-CSF polypeptide or novel glycosylated hG- 
CSF polypeptide is produced using pASN6 as the plasmid for the expression of the novel hG-CSF and dhfr- 
deficient CHO cells as the hosts. , , . . . 

The plasmid pASN6 is introduced into dhfr-deficient CHO cells, for example by the calcium phosphate 
method [Graham and Van der Eb: Virology. 52. 546 (1978)]. A transformant harboring pASN6 can be 
selected for example by using MEM ALPHA medium (ribonucleic acid- and deoxyribonucleic acid-free; 
Gibco-Oriental) containing G418 and dialyzed fetal calf serum. It is also possible to select a transformant 
strain In which the novel hG-CSF polypetide gene has been amplified from among transformants byu*"9 
methotrexate. The transformant strain thus obtained is grown in a medium, whereby the novel hG-CSF 
polypeptide or novel glycosylated hG-CSF polypeptide is formed in the culture. 

The medium to be used is. for example, HAM F10 medium or HAM F12 medium (Row Laboratories). 
Dulbecco's MEM medium or RPMI-1640 medium (Nissui Pharmaceutical) or MEM ALPHA medium, each 
supplemented with a serum (e.g. fetal bovine serum), or a mixed medium composed of two or more of- 
these As necessary, glutamine (0.5 to 5 mM). an antibiotic [penicillin (25 U/ml). streptomycin (25 ug/ml), 
G418 (0.3 mg/ml). etc.], sodium bicarbonate (0.01%). and/or the like may be added to the medium each in 
an appropriate amount. 

For the cultivation, various types of culture bottle, dish, roller bottle, spinner flask. Jar fermenter and 
other vessels can be used. The cultivation is generally carried out at a seed cell density of 5 x 10* to 1 x 
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10* cells/ml and at a temperature of 30 to 40* C. In 2 to 10 days of cultivation, the substance of the 
invention is secreted for the most part extracellulariy. 

Sis are removed from the culture by centrifugation and the novel hG-CSF polypept.de or novel 
glycosylated polypeptide Is extracted from the supernatant obtained by centngugation. 

While in the above, methods of producing the novel polypeptide or novel glycosylated polypept.de 
using Escherichia coli or animal cells as the host cells have been mentioned, novel derivatives of UK or any 
other proteins can be produced in the same manner. . . „ 

The activity measurement of the hG-CSF derivatives obtaind in the above manner is performed as 

f °"°Bone marrow cells are taken aseptfcally from the femur of male C3H/He mice (8 to 12 weeks of age: 
Shizuoka Laboratory Animal Center) and suspended in a-minimum essential med.um (Row Laboratories; 
hereinafter abbreviated as "-MEM medium") supplemented with 10-/. fetal bovine serum (FBS). This ceU 
Si (1.5 ml; about 5 x 10' cells) Is applied to a nylon wool (Wako Pure Chemical Industries' Nylon 
Rber l46-0423l)-packed column (0.3 g) for Immersion and then reacOon is carried out in a 5% C0 2 
IncubatoTat 37*C for 90 minutes. Then o-MEM medium warmed to 37 C Is passed through the column 
and bone marrow cells unadsorbable on nylon wool are recovered as an eluate fraction. These cells are 
washed once with o-MEM medium and adjusted to a predetermined concentration. 

Then the bone marrow hematopoietic stem cell colony forming potential Is measured by the method of 
Okabe « TlJ. Okabe et al. Cancer Research. 44, 4503-4508 [1986)]. Thus. 0.2 ml of the bone marrow 
cell suspension (2 x 10« cells/ml) prepared as described above is added to a mixture of 0.2 ml o o-MEM 
0 4 ml of FBS and 0.2 ml of each sample after two serial dilutions. Thereto is added an equal volume (1.0 
ml) of a 0.6% solution of agar (Dlfco, Agar purified #0560-01) maintained at 42 C and I the resulting mixture 
is distributed in 0.5-m. portions into wells of a 24-well muWdlsh (Nunc. #143982) (5 x 10« cells/well, n = 3). 
After 7 days of cultivation in a 5% CO, incubator at 37* C. colonies consisting of 40 or more cells are 
counted under a microscope (Olympus. X40) After colony counting, each colony is taken out onto a si de 
glass, fixed with an acetone-formalin mixture for 30 seconds and then subjected to esterase double stain.ng 
by tL method of Kubota et al. [K. Kubota et al, Exp. Hematology. 8. 339-344 (1980)] for identification Of 

*" T^potency of each sample is calculated based on the result of counting for the sample after two serial 
dilutions as obtained in the colony forming test, as follows. The activity giving a value half ^axirnum 
colony count value found with Intact G-CSf used as a standard is defined as 50 units. The achvrty 
calculated to this scale is multiplied by 20 considering the dilution factor for each sample and for 
expressing the activity on the per-milliliter basis. The product obtained Is reported as the potency (in units). 
The specific activity is expressed in terms of potency per unit weight (mg) of protein, namely in un.ts/mg. 

The hG-CSF protein content is determined by enzyme-linked immunosorbent assay (EUSA) using anti- 
hG-CSF monoclonal antibody. In this assay, standard hG-CSF produced In Escherichia coli and punfiec I and 
assaved bv the Lowry method is used as a standard substance. The anti-hG-CSF monoclonal antibody is 
Pr^d^y* e meftod of Hanal et al. [Cancer Res.. 46. 4438 (1986)]. The t-PA or UK activity can be 
determined by fibrin plate assay [Granelli-Pipemo and Reich: J. Exp. Med.. 148, 223 (1978)] 

In the following examples, the cases where the polypeptide or glycosylated polypeptide according to 
the invention is an hG-CSF or UK are mentioned. Examples 1 to 5 are illustrative of the case in which the 
polypeptide or glycosylated polypeptide according to the Invention is an hG-CSF and Examples 6 to 8 are 
illustrative of the case in which said polypeptide or glycosylated polypeptide is a UK. 



Example 1 



Construction of recombinant plasmid P AS28 for expression of hG-CSF derivative hG-CSF[ND28] (cf. 
Reference Example 16) in animal cells (cf. Fig. 5): .„„..,« „ M T ,i<, nr-i 

A 2 uq portion of pAS3-3 obtained in Reference Example 10 was dissolved in 20 ul of 10 mM Tris-HCl 
buffer ( P H 7.5) containing 7 mM MgCI*. 6mM 2-mercapto ethanol and 150 mM NaO (hereinafter such 
buffer will be referred to as "Y-150 buffer" for short). 10 units of the restriction enzyme Mlui (Takara Shuzo; 
hereinafter, unless otherwise specified, all the restriction enzymes used were obtained fr°™ Takara Shu *° 
; was added, and digestion was carried out at 37 C for 2 hours. Then. 5 units of ApaLI was added and partial 
digestion was further effected at 37* C for 10 minutes. About 0.5 ug of a DNA fragment about 3.0 kb in size 
was purified and recovered from the digestion reaction mixture by the LGT method. 

Separately. 2 M.g of the same plasmid was dissolved In 20 ul of 10 mM Tris-HCl buffer (pH 7.5) 
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to 



containing 7 mM MgCI 2 . 8 mM 2-mercaptoethanol and 50 mM KCI (hereinafter such buffer w,ll be .retrod 
to as "K-SO buffer" for short). 10 units of the restriction enzyme Aatll (Toyobo) was added an Id geston 
las carried out at 37* C for 2 hours. Then, NaCI was added to an NaCI concentration of 100 mM then 10 
unTte of Miu. was added, and reaction was further carried out at 37 C for 2 hours. About 1 ug of a DNA 
fraamentabbut 6.3 kb in size was purified and recovered by the LGT method. 

9 SeSS 2 ug of P CfBD28 (cf. Reference Exampie 16) was dissolved in 20 U. 
of the restriction enzyme Aatll (Toyobo) was added, and digestion was earned out at 37 C for 2 hours. 
Then iZ waTadded to anNaC! concentration of 50 mM. 10 units of )Otol was added, and digestion was 
caTed out at 37* C for 2 hours. About 0.1 ug of a DNA fragment about 0.3 kb in s.ze was punf.ed and 
recovered from the reaction mixture by the LQT method. 

Further, separately, for the purpose of substituting Ala for the ^° mm ?™ m * c "™ r ° ° J£ 
CSF. Thr for the third amino acid Leu. Tyr for the fourth amino acid Qly and Arg for the fifth ammo acid Pro. 
the following DNA linker was synthesized: 



is 



Signal sequence 



ApaLI 

5' — (- T CCA CTC TG6 ACA ST6 CAS 6AA GCC 



1 2 3 4 5 6 »oI 
Ala Pro Tor Tyr An AU 

GCA CCA ACA TAT CGC GCC 3' M3«er) 



3'— GAG ACC.TGT CAC GTC CTT CGG 



CGT GGT TGT.ATA GCG CGG AGC T 



- 5' 
(43»er) 



3S 



45 



50 



First, the two single-strand 43-mer DNAs were synthesized using an Applied B losystems "wiM »W * 
DNA synthesizer. Thel 20 picomo.es each of the synthesized DMAs (two ^^^S^" 40 ^ 
of SO mM Tris-HC. buffer (pH 7.5) containing 10 mM MgCI*. 5 mM dithiothre.tol. 0.1 mM EDTA and 1 mM 
ATP (hereinafter such buffer will be referred to as T4 kinase buffer" for short) 30 unrts of T4 
Synudeotlde kinase (Takara Shuzo; hereinafter the same shall apply) was added, and phosphory.at.on 
was carried out at 37* C for 60 minutes. „ , ^ . rt , (l AQ o Q 

A 0.5 ug portion of the pAS3-3Klerived Mlul-ApaLI fragment (about 3.0 kb). .0 ug of the pAS3<S- 
derived XaShMM fragment (about 6.3 kb) and-0.lllfl of the pCfBMWertved Aat.l-^o. ^m-t (about 
0.3 kb) w7re-dissolved in 25 ul of 20 mM Tris-HCI buffer (pH 7.6) containing 10 mM MAJJ 
drthiothreitol and 1 mM ATP (hereinafter such buffer will be referred to as "T4 ligase buffer or short and 
about 1 plcomole of the above DNA linker was added to the solution. After further addition of 400 um s of 
T4 DNA ligase (Takara Shuzo; hereinafter the same shall apply) to the solution, ligation was earned out at 

4 " C Z !e 8 com^ant plasmid mixture obtained was used to transform ^richia «N HB1 0, (Bolivar e t aU 
Gene Z 75 (1977)] by the method of Cohen et al. (S. N. Cohen et al.: Proc. Natl. Acad. Sci. USA, 69. 2110 
SSf hereinafter ft is this method that was used for transforming Escherichia coH strains) and a^pic^n 
AoWresistant strains were obtained. A plasmid DNA was isolated from one of these transformarrt strains by 
,t Kr^lSd Ih C. Blmbolm et a.. Nucleic Acids Res.. 7. 1513 (1979)] (hereinafter it is this method 
that was used for Isolating plasmid DNAs). 

The structure of the plasmid obtained was confirmed by restriction enzyme d.gesbon and by sequen- 
cing by the dldeoxy method using M13 phage, this plasmid was named pAS28 (cf. Fig. 5). A mtawrgwnn 
haLfcg the plasmid pAS28 has been deposited since September 24. 1988 with the FojmenteUon 
Research Institute. Agency of Industrie Science and Technology (FRI) under the designation Esc^chja 
col 7eAS28 (deposH number FERM BP-2069) in accordance with the Budapest Treaty. The polypeptide (h6- 
Sf derive) encoded by the plasmid Is distinguished from mature hG-CSF by the fo.lowng am.no add 
residue substitutions: 
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Position of amino acid 
substitution (amino acid of 
hG-fcSF) 


Plasmid 


pAS28 


Rrst (Thr) 


Ala 


Third (Leu) . 


Thr 


Fourth (Gly) 


Tyr 


Frfth (Pro) 


Arg 


Seventeenth (Cys) 


Ser 



The polypeptide (hG-CSF derivative) encoded by pAS28 is hereinafter referred to as B hG-CSF[N028] n . 

Example 2 
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Construction of recombinant plasmid pASN6 (cf. Rg. 6) coding for novel hG-CSF polypeptide allowng 
addition of N-glycosylated carbohydrate chain on 6th (from N terminus) amino acid residue of hG-CSF- 
. [ND28](cf. Reference Example 16):. nn , IV , cnu „ , n 

A 2 (xg portion of pAS3-3 obtained In Reference Example 10 was dissolved in 20 ul of Y-150 buffer, 10 
units of the restriction enzyme MIul was added, and digestion was carried out at 37 C for 2 hours. Then. 5 
units of ApaLI was added and partial digestion was further conducted at 37 C for 10 minutes. About 0.5 ug 
of a ONAfragment about 3.0 kb In size was purified and recovered from the reaction mixture by the LGT 

^^eparately, 2 ug of pAS28 obtained in Example 1 was dissolved in 20 Ul of Y-150 buffer, 10 units each 
of the restriction enzymes Xhol and MIul were added, and digestion was carried out at 37 C for 2 hours A 
DNA fragment (1.0 ug) abouT6.55 kb in size was purified and recovered from the reaction mixture by the 

LGT method. . . A , , 

Further separately, for the purpose of substituting Asn for the 6th (from N termtnus) amino acid Ala of 
hG-CSF[ND28] encoded by pAS28 of Example 1 for the formation of a site of addition of an N-glycosylated 
carbohydrate chain, the following DNA linker was synthesized. Since the following DNA linker was so 
designed that an SnaBI cleavage site could additionally occur therein, incorporation of said linker could be 
confirmed by cleavage with the restriction enzyme SnaBI. 



so 



Signal sequence 
ApaLI : 



5' -4- T GCA CTC TGG ACA GTG CAC GAA GCC 



3'— 6AG ACC TGT CAC 6TC CtT CGG 



12 3 4 5 6 Ihol 
Alt Pro Thr Tyr Art Asn 



GCA CCT AC6 TAT CGC AAC 



CGT GGATGCATA GCG TTG AGC T 
SnaB I 



- 5' 
«3»er) 



The single-strand DNAs (two 43-mers) were synthesized using an Applied Biosystems model 380A 
DNA synthesizer. . 

Twenty picomoies each of the DNAs (two 43-mers) synthesized were dissolved in 40 ul of T4 kinase 
buffer, 30 units of T4 polynucleotide kinase was added, and phosphorylation was carried out at 37 C for 60 
minutes. 

A 0 5 ug portion of the pAS3-3-derived Mlui-ApaU fragment (about 3.0 kb) and 1 ug of the pAS2B- 
derlved Xhol-Mlul fragment (about 6.55 kb), respectively obtained as described above, were dissolved in a 
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10 



total volume of 30 ul of T4 ligase buffer and about 1 plcomote of the above DNA linker was added to the 
solution. After further addition of 400 units of T4 DNA ligase to the solution, ligation was carried out at 4 C 

for 1 ^°^ omb(nant ptesmhKontain i n g ligation reaction mixture was used to transform Escherichia coK 
HB101 by the method of Cohen et al. (vide supra) and Ap-resistant strains were obtained. A plasmid DMA 
was separated and purified from one of these transformant strains by the known method. The structure of 
said plasmid DNA was confirmed by restriction enzyme digestion and by the dldeoxy sequencing method 
using M13 phage. This plasmid was named pASN6. A microorganism harboring the plasmid pASN6 has 
been deposited since September 24, 1988 with the Fermentation Research Institute under the designation 
Escherichia col! EASN6 (deposit number FERM BP-2070) in accordance with the Budapest Treaty. The 
polypeptide *(hG-CSF derivative) encoded by the plasmid is distinguished from mature hG-CSF by the 
following amino acid residue substitutions: 



Position of amino acid 
substitution (amino acid of 
hG-CSF) 


Plasmid 


pASN6 


First (Thr) 


Aia 


Third (Leu) 


Thr 


Fourth (Gly) 


Tyr 


Fifth (Pro) 


Arg 


Sixth (Aia) 


Asn 


Seventeenth (Cys) 


Ser 



30 



The polypeptide (hG-CSF derivative) encoded by pASN6 is hereinafter referred to as 
[ND28N6]\ 



Example 3 



"hG-CSF 



35 Construction of recombinant plasmid P ASN145 [cf. Fig. 7(1) and Fig. 7(2)] coding for novel hG-CSF 
polypeptide allowing addition of N-glyeosylated carbohydrate chain on 145th (from N terminus) ammo acid 
residue of hG-CSF[ND28] (cf. Reference Example 16): 



40 (a) Construction of single-strand template DNA (single-strand pt19BD28C): 



so 



A 3 ug portion of pCfBD28 (cf. Reference Example 16) was dissolved, in 20 ul of 10 mM Tris-HCI buffer 
(pH 7 5) containing 7 mM MgCI 2 and 6 mM 2-mercaptoethanol (such buffer is hereinafter referred to as rt Y- 
0 buffer" for short), 10 units of the restriction enzyme Pyuli was added, and digestion was earned out at 
37' C for 2 hours. Then. NaCI was added to an NaCI concentration of 100 mM, 10 units of BamHI was 
added, and reaction was carried out at 37* C for 2 hours. 

About 0.5 ug of a DNA fragment (Pvult-BamHI fragment) about 0.94 kb in size and coding for the C- 
terminal portion of hG-CSF[ND28] was obtained from the reaction mixture by the LGT method. 

Separately, 1 ug of the M13 phage vector M13mp19RF DNA (Takara Shuzo) was dissolved in a total 
volume of 50 ul of Y-0 buffer, 10 units of the restriction enzyme Smal was added, and digestion was earned 
out at 37* C for 2 hours. Then, NaCI was added to an NaCI concentration of 100 mM. 10 units of the 
restriction enzyme BamHI was added, and digestion was carried out at 37* C for 2 hours. About 0.8 ug of a 
DNA fragment (SmaTBamHI fragment) about 7.24 kb in size was obtained from the reaction mixture by the 

LGT method. ... . . 

A 0 2 ug portion of the PvulI-BamHI fragment (about 0.94 kb) and 0.05 ug of the ^1-BamHI fragment 
(about 7.24 kb), respectivelyobtained as described above, were dissolved in 50 u\oi T4 ligase buffer. 400 
units of T4 ONA ligase was added to the solution, and ligation was carried out at 12 C for 16 hours. 

Then the above ligation reaction mixture was used to transfect Escerlchia coll JM105 by the known 
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method {Messing et al.: Methods in Enzymology, HH , 20 (1983)] and recombinant phages were obtained. A 
recombinant 13 phage RF DNA was recovered from cultured cells of one recombinant phage-infected 
Escherichia coli JM105 strain by the same method as the plasmld DNA recovering method. The structure of 
this RF DNAlhamed pt19BD28C) was confirmed by cleavage with Sam HI, Eco Rl and Bgll, followed by 
s polyacrylamide gel electrophoresis. The single-strand pt19BD2BC DNA was recovered from the recom- 
binant phage by the above-mentioned known method and used as a template. 



70 



15 



20 



25 



35 



55 



(b) Construction of gapped duplex DNA: 

A 3-ug portion of the M13mp19 RF DNA (Takara Shuzo) was dissolved in 30 ill of 10 mM Tris-HCI 
buffer (pH 7.5) containing 7 mM MgCI 2 . 6 mM 2-mercaptoethanol and 100 mM NaCl (hereinafter such 
buffer is referred to as "Y-100 buffer" for short), 10 units each of the restriction enzymes EcoRl and Hindlll, 
and digestion was carried out at 37* C for 2 hours. About 2.5 ug of a DNA fragment EcoRI-Hindlll fragment) 
about 7.2 kb in size was obtained from the digestion reaction mixture by the LGT method. 

A 2-ug portion of this mp19 RF DNA-derived EcoRI-Hindlll fragment (about 7.2 kb) and 1 ug of the 
single-strand template DNA pt19BD28C were dissolved in 27 ul of 50 mM Tris-HCI buffer (pH 7.8) 
containing 7 mM MgCI 2 and 6 mM 2-mercaptoethanol (hereinafter such buffer Is referred to as "Klenow 
buffer" for short) and the solution was boiled at 100* C for 6 minutes for causing DNA denaturation and then 
allowed to stand at 65* C for 10 minutes, at 37* C for 40 minutes, at 4* C for 40 minutes and, finally, on ice 
for 10 minutes for causing annealing, whereby a gapped duplex DNA with only the hG-CSF gene portion in 
the template being single-stranded was formed. The gapped duplex DNA formed was recovered by the 
LGT method. 

(c) Mutagenesis (construction of pt19BD28CN145): 

For the purpose of substituting Asn for the* 145th (from the N terminus) amino acid Gin and Ser for the 
147th amino acid Arg of hG-CSF[ND28] encoded by pAS28 obtained in Example 1 so that an N- 
glycosylated carbohydrate chain addition site could be formed, the following single-strand DNA was 
synthesized. Since the single-strand DNA was designed such that a Pyul site should newly occur therein, 
mutagenesis could be confirmed by cleavage with the restriction enzyme Pvul. 

Asn Ser 
t T 

141 142 143 144 145 146 147 148 149 150 151 

Ala Ser AU Phe Gin Arg Arg Ala Gly Gly Val 

5'-GCC TCT GCT TTC AAT CBA TCG GCA GGA GGG GTC -3' 

Pvu I 

(33 mer) 

The single-strand DNA was synthesized using an Applied Biosystems model 380A DNA synthesizer. A 
1-ug portion of the single-strand DNA synthesized was dissolved in 50 ul of 14 kinase buffer, 30 units of T4 
polynucleotide kinase was added, and phosphorylation was carried out at 37* C for 60 minutes. 

Then, 0.2 ug of this phosphorylated single-strand DNA and 0.1 ug of the gapped duplex DNA obtained 
as described in the preceding section were dissolved in 34 ul of 6.5 mM Tris-HCI buffer (pH 7.5) containing 
8 mM MgCt 2 . 1 mM 2-mercaptoethanol and 100 mM NaCl, the solution was allowed to stand at 65 C for 60 
minutes and then at room temperature for 30 minutes for annealing of the single-strand DNA with the 
gapped duplex DNA. 

To the solution were added dATP, dTTP, dCTP and dGTP each to a concentration of 0.5 mM. After 
further addition of 1.5 units of DNA polymerase I Klenow fragment and 400 units of T4 DNA ligase, chain 
extension was effected at 4* C for 16 hours. 

The resultant reaction mixture was used to transfect Escherichia coli JM105 and mutant phages were 
obtained. RF DNAs were recovered from mutant phage-infected Escherichia coli JM105 strains and 
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examined for their structure by restriction enzyme cleavage and by sequencing by the dideoxy method 
using M13 phage. The desired mutant RF DNA was named pt19BD28CN14S. 



s (d) Construction of pCfBD28N1 45 [cf. Fig. 7-[2)l 

A 3-ug portion of ptl9BD28CN145 obtained as described in the preceding section was dissolved in 50 
u.1 of Y-100 buffer. 10 units each of the restriction enzymes Bgll (Boehringer Mannheim) and BamHI were 
added, and digestion was carried out at 37' C for 2 hours. From the reaction mixture, there was obtained by 

,o the LGT method 0.4 ug of a DNA fragment (Bgll-BamHI fragment) about 0.85 Kb In size and containing the 
mutation site Introduced as described in the preceding section. 

Separately. 2 ug of P CfBD28 <cf. Reference Example 16) was dissolved in 50 Ul of ^ Y-100 buffer 10 
units of the restriction enzyme BamHI was added, and digestion was carried out at 37 C for 2 hours Then 
5 units of the restriction enzymTigll was added and partial digestion was further effected at 37 C for 10 

is minutes. From the reaction mixtuTeT there was obtained by the LOT method 0.5 ug of a DNA fragment 

(BamHI-Bgll fragment) about 3.25 kb in size. . 

— 60UI of T4 figase buffer were dissolved 0.4 ug of the ptl9BD28CNi45-derived Bgll-BamHI fragment 
(about 0 85 kb) and 0.5 ug of the P CfBD28-derived Bgll-BamHI fragment (about 3.25 kb). respectively 
obtained as described above, and. after addition of 400— nits of T4 DNA llgase, ligation was carried out at 

20 ^ Th^ligalon reaction mixture was used to transform Escherichia coli HB,o, and Ap-resistant strains 
were obtained. Plasmid DNAs were isolated from the transformants and analyzed for the.r structure by 
cleavage with restriction enzymes. The plasmid DNA having the desired structure was named 
pCfBD28N145. 

iS 

(e) Construction of pASNl45 

In 50 ul of Y-100 buffer was dissolved 5 ug of P CfBD28Nl45 obtained as described in the preceding 
section and. after addition of 10 units each of the restriction enzymes Banlll (Toyobo) and BamHI digestion 
was carried out at 37* C for 2 hours. A DNA fragment (BanlH-BamHI fragment; 1 ug about 1.3 kb in size 
was obtained from the reaction mixture by the LGT m^od. This 1.3 kb DNA fragment (1 ug) was 
dissolved in 50 ul of Y-100 buffer. 10 units of the restriction enzyme Ddel (Toyobo) was added, and 
digestion was carried out at 37 *C for 2 hours. DNA was recovered by ethanol precipitation following 
extraction with a mixture of equal volumes of phenol and chloroform (hereinafter referred to as phenol- 
chloroform extraction") and dissolved in 30 ul of Klenow buffer. 2 units of DNA polymerase I Klenow 
fragment was added, and reaction was carried out at 37 C for 1 hour. After 10-rmnute treatment at 6M? 
for inactivating the DNA polymerase I Klenow fragment. DNA was recovered by ethanol prestation The 
DNA recovered was dissolved in 20 Ul of K-50 buffer. 10 units of the restriction enzyme Aatll (Toyobo) jas 
added, and digestion was carried out at 37' C for 2 hours. About 0.1 ug of a DNA fragment [Ddel (blunt 
endWVatll fragment] about 0.2 kb in size was obtained from the reaction mixture by the LGT method. 

SipVately. 2 ug of pAS28 obtained in Example 1 was dissolved in 20 ul of K-50 buffer, 10 units of the 
restriction enzyme Aatll (Toyobo) was added, and digestion was conducted at 37 C for 2 hours Thereafter 
5 units of the restricTon enzyme Xhol was added and partial dlgest.on was further effected at 37 C for 10 
minutes. About 0.1 ug of a DNA fragment (AaUI-Xhol fragment) about 0.8 kb in size was obtained from the 
reaction mixture by the LGT method. . 

Separately 2 ug of pSE1PAtSE1dhfrl-9A obtained In Reference Example 9 was dissolved in 20 ul of 
Y-0 buffer. 10 units of the restriction enzyme Smal was added, and digestion was carried out at 37 C for 2 
hours Then NaCI was added to a final NaCI concentration of 100 mM, 10 units of the restriction enzyme 
Xhol was added, and digestion was further conducted at 37* C for 2 hours. About 1 ug of a DNA fragment 
TsSal-Xhol fragment) about 8.7 kb in size was obtained from the reaction mixture by the LGT method 
— AbouT/o T ug of the pCfBD28N145-derlved Ddel (blunt end)-Aatll fragment (about 0.2 kb). about 0.1 ug 
of the pAS28-derived Aatll-Xhol fragment (about 0.8 kb) and about 1 ug of the P SE1PA1SE1dhfr1-9A- 
derived Smal-Xhol fragm7nt"(about 8.7 kb). respectively obtained as described above, were dissolved in 30 
Ul of T4~DNA"iigase buffer, 400 units of T4 DNA llgase was added, and ligation was carried out at 4 C for 
18 hours. The ligation reaction mixture was used to transform Escherichia coli HB101 and Ap-resistant 
strains were obtained. Plasmids were isolated from the transformants and analyzed for their structure by 
cleavage with restriction enzymes and. as a result, a plasmid DNA having the desired structure. P ASN145. 
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was obtained. A microorganism harboring the plasmid pASN145 has been deposited, since September 24, 
1988, with the Fermentation Research institute under the designation Escherichia coii EASN145 (deposit 
number FERM BP-2071) in accordance with the Budapest Treaty. The polypeptide (hG-CSF derivative) 
encoded by the plasmid Is distinguished from mature hG-CSF by the following amino acid residue 
s substitutions: 



Position of amino acid 
substitution (amino acid of 
hG-CSF) 


Plasmid 


pASN145 


First (Thr) 


Ala 


Third (Leu) 


Thr 


Fourth (Gly) 


Tyr 


Fifth (Pro) 


Arg 


17th (Cys) 


Ser 


145th (Gin) 


Asn 


147th (Arg) 


Ser 



The polypeptide (hG-CSF derivative) encoded by pASN145 is hereinafter referred to as "hG-CSF- 
[ND28N1453 W . 

25 

Example 4 



30 Production of hG-CSF[N028], hG-CSF[ND28N6], hG-CSF[ND28N145l and hG-CSF in animal cells: 



(1) Production of hG-CSF[ND28] in animal cells harboring pAS28: 

35 pAS28 obtained in Example 1 was introduced Into dhfr-deficient CHO cells by the calcium phosphate 
method. Thus, 5 ml of MEM ALPHA medium (containing ribonucleic acid and deoxyribonucleic acid; Gibco- 
Orienta!) supplemented with 10% FCS and 1/50 volume of 7.5% NaHCOg solution (Flow Laboratories) 
[hereinafter such medium is referred to as "MEMa (nonselective medium)" for short] was inoculated with 
such cells at an inoculum size of 1 x 10 s cells/ml [a dish 6 cm in diameter (made by LUX) being used for 

40 culture; hereinafter LUX dishes being used for cuituring purposes] and cultured in a C0 2 Incubator at 37' C 
for 1 day. Separately. 10 ug of pAS28 was dissolved in 450 ul of 10 mM Tris-HCI (pH 7.5). To this solution 
was added 500 ul of a solution containing 280 mM NaCI. 1.5 mM Na 2 HPO* and 50 mM HEPES (N-2- 
hydroxyethylpiperazine-N'-2-ethanesulfonic acid) (pH 7.1), followed by shaking. Furthermore, 50 ul of 2.5 M 
CaCb was added and, after shaking, the mixed solution was allowed to stand at room temperature for 5 

45 minutes. The whole DNA solution was added to dhfr-deficient CHO celts prepared from the above- 
mentioned culture by discarding the medium, adding a fresh 10-ml portion of MEMa (nonselec tlve 
medium) and incubating for 1 hour. The resultant mixture was incubated for 8 hours. Cells were then 
washed with PBS, 5 ml of MEMa (nonselective medium) was added, and incubation was continued for 16 
hours/Cells were washed with PBS {8 g/liter NaCI, 0.2 g/liter KCI. 1.15 g/ilter Na*HPO* (anhydrous), 0.2 

so g/liter KH 2 PO*], 3 ml of a solution containing 0.05% trypsin and 0.02% EDTA (ethylenediaminetetraacetic 
acid) was added and, after removal of the excess solution, the cells were incubated at 37 ' C for 5 minutes 
(trypsin treatment). MEM ALPHA medium (ribonucleic aicd- and deoxyribonucleic acid-free) supplemented 
with 10% dialyzed FCS (Gibco-Oriental). 1/50 volume 7.5% NaHCOs, 1/100 volume 100 x nonessential 
amino acid solution and 0.3 mg/ml G418 (Gibco-Oriental) [hereinafter such medium is referred to as "MEMa 

55 (selective medium)" for short] was added and, after causing the celts to be suspended well In said medium, 
the cells were cultured in a CO2 incubator at 37 "C for 5 days using a dish 10 cm in diameter. The cells 
were washed with PBS, then MEMa (selective medium) was added, and incubation was continued for 5 
days. After the same procedure was followed, incubation was further continued for 5 days. The cells were 
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washed with PBS, then treated with trypsin, suspended in 10 ml of MEMcr (selective medium) by adding the 
medium, and cultured in a COz incubator at 37* C for 3 to 7 days using a dish 6 cm In diameter. Colonies 
that had appeared were treated with trypsin- and then inoculated into a dish, 10 cm in diameter, to a 
concentration of 5 x 10* cells/ml using 10 ml of MEMa (selective medium) containing 50 nM methotrexate 

5 (hereinafter referred to as "MTX" for short). Medium exchange was made three times at 5-day intervals 
using the above-mentioned medium. MTX-resistant colonies that had appeared were monoclonally sepa- 
rated and each cultured until confluence using a dish 6 cm in diameter. Thereafter, the medium was 
replaced with FCS-free ME Ma (selective medium) and, after further 2 days of incubation, the production of 
hG-CSF[ND28] in the culture fluid was examined. The production was highest in clone No. 22, namely 10 

70 ug hG-CSF[ND28] per 10* cells/2 days. This clone was cultured In a Falcon 3027 roller bottle containing 
100ml of MEMa (selective medium) containing 50 nM MTX. After the culture cells became confluent, 
incubation was continued for 3 days using the above-mentioned FCS-free medium. This 100-ml culture fluid 
was used in Example 5. 

is 

(2) Production of hG-CSF(ND2BN6] by animal cells harboring pASN6: 

Cell lines capable of. producing hG-CSF[ND28N6] were obtained following the procedure mentioned 
above and using pASN6 obtained in Example 2 and the dhfr-deficient CHO cell line. Among them, clone 
20 No. 19 showed the highest production of 7 ug/10 6 cells/2 days. This clone was cultured In a Faicon 3027 
roller bottle containing 100 ml of MEMa (selective medium) containing 50 nM MTX and, after confluency 
was attained, cultivation was continued for 3 days using the above-mentioned FCS-free medium. This 100- 
ml culture fluid was used in Example 5. 

25 

(3) Production of hG-CSF[ND28N145] by animal cells harboring pASN145: 

Cell lines capable of producing hG-CSF{ND28N145] were obtained following the procedure mentioned 
above and using pASNl45 obtained In Example 3 and the dhfr-deficlent CHO cell line. Among them, clone 
30 No. 9 showed the highest production of. 7 ng/10 6 cells/2 days. This clone was cultured in a Faicon 3027 
roller bottle containing 100 ml of MEMa (selective medium) containing 50 nM MTX and, after the culture 
cells became confluent, cultivation was continued for 3 days using the above-mentioned FCS-free medium. 
This 100-ml culture fluid was used in Example 5. 

35 

(4) Production of hG-CSF by animal cells harboring pAS3-3: 

Cell lines capable of producing hG-CSF were obtained following the procedure mentioned above and 
using pAS3-3 obtaind in Reference Example 10 and the dhfr-deficient CHO cell line. Among them, clone 
40 No. 5 showed the highest production of 10 u.g/10 8 cells/2 days. This clone was cultured in a Falcon 3027 
roller bottle containing 100 ml of MEMa (selective medium) containing 50 nM MTX and, after the culture 
cells became confluent, cultivation was continued for 3 days using the above-mentioned FCS-free medium. 
The 100-ml culture fluid thus obtained was used in Example 5 as a sample containing natural hG-CSF. 

45 

Example 5 



so Investigations of carbohydrate chain-introduced hG-CSF derivatives hG-CSFfND28], hG-CSF[ND28N6] and 
hG-CSF[ND28N145] as to protease resistance and of hG-CSF[ND28N6] as to thermal stability: 



(1) Confirmation of carbohydrate chain addition 

From the serum-free culture fluid obtained in Example 4 and containing natural hG-CSF, hG-CSF- 
[ND28], hG-CSFlND28N6] or hG-CSF[ND28N145], cells were completely removed by centrifugation. A 15- 
Ul portion of each sample was subjected to SDS-polyacrylamlde gel electrophoresis [Laemmli: Nature, 227, 
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680 (1970)]. A plasmid ONA-freo CHO cell culture suspernatant and hG-CSF and hQ-CSF[ND28] (cf. 
Reference Example 16) produced in Escherichia coli and purified were also subjected to SDS- 
polyacrylamide gel electrophoresis. The patterns obtained by silver staining (using Wako Pure Chemical 
Industries' silver staining kit) following electrophoresis are shown in Fig. 8-(i). Fig. 8-(2), on the other hand 
shows the results of enzyme-labeled antibody staining [K. Tabe: Saibo Kogaku (Cell Technology), 2, 1061 
(1983)] using an anti-hG-CSF monoclonal antibody following transfer of the proteins on the same gel to a 
nitrocellulose membrane. The anti-hG-CSF monoclonal antibody was prepared by the method of Hanai et al. 
[Cancer Res., 46, 4438 (1986)). 

It fs knowrTThat natural hG-CSF or hG-CSF produced in CHO cells is glycosylated through addition of 
one O-glycosylated carbohydrate chain to the 133rd (from the N terminus) amino acid Thr residue. It is also 
known that the carbohydrate chain involved in said addition includes two species, one containing one sialic 
acid residue and the other containing two sialic acid residues [Oeda et al.: J. Biochem,, 103, 544 (1988)]. In 
the present §tudy, too, hG-CSF produced in CHO cells was found to have one O-glycosylated carbohydrate 
chain added thereto. As the carbohydrate chain added, there were found two kinds, one containing one 
sialic acid residue and tKe other containing two sialic acid- residues. The two bands seen in Fig. 8-(1) or Fig. 
8-(2) for hG-CSF reflect the difference in the number of sialic acid residues. 

On the contrary, it was found that hG-CSF[ND28] produced in CHO ceils was composed of two species, 
one having one O-gly cosy rated carbohydrate chain and the other having two such carbohydrate chains. In 
the case of hG-CSF[ND28N6] and hG-CSF[ND28N145] differing from hG-CSF[ND28] by having one newly 
introduced N-glycosylation site, about one third of the whole amount of hG-CSF produced had an N- 
glycosylated carbohydrate chain added thereto. In the case of hG-CSF[ND28N145], as in the case of hG- 
CSF[ND28], a species having an additional O-glycosylated carbohydrate chain added thereto was also 
present. Therefore. hG-CSF[ND28N145] included four polypeptide species differing In the kind and/or 
number of carbohydrate chains added: namely one having one O-glycosylated carbohydrate chain, like the 
natural type; one having two O-glycosylated carbohydrate chains; one having one O-glycosylated carbohy- 
drate chain and one N-glycosylated carbohydrate chain; and one having two O-glycosylated carbohydrate 
chains and one N-glycosylated carbohydrate chains. On the other hand, hG-CSF[ND28N6] showed almost 
no new O-glycosylated carbohydrate chain addition. 

The N-glycosylated carbohydrate chain addition was confirmed by treatment with N-glycanase 
(Seikagaku Kogyo). an enzyme cleaving the bond between N-glycosylated carbohydrate chain and polypep- 
tide. The O-glycosylated carbohydrate chain addition was confirmed by using O-glycanase (Seikagaku 
Kogyo) and sialidase (Seikagaku Kogyo). Fig. 8-(3) is a schematic representation of Fig. 8-(2) and indicates 
the kind(s) and number of carbohydrate chains for each band. 



(2) Protease resistance investigation 

As mentioned in the preceding section, hG-CSF[ND28], hG-CSF[ND28N6] and hG-CSF[ND2BN145l 
produced in CHO ceils each included a species having an additional carbohydrate chain or chains added 
thereto and a species having no additional carbohydrate chain. Therefore, chymotrypsin was directly added 
to the culture supernatant containing both species (one having a new carbohydrate, chain or chains and one 
having no such additional carbohydrate chain) obtained as described in the preceding section and the 
effects of the presence and absence of such additional carbohydrate chain or chains on protease resistance 
were compared. Thus. 2 ul of 0.5 mg/ml chymotrypsin (Sigma) was added to 450 ul of each of the above- 
mentioned culture supematants containing hG-CSF[ND28], hG-CSF[ND28N6j and hG-CSF(ND28N145]. 
respectively. Each mixture was incubated at 37* C. After the lapse of 10, 20, 30, 60. 120 and 180 minutes 
following chymotrypsin addition, samples were taken from the mixture each time in an amount of 60 ul and 
the reaction was terminated by adding 20 ul of SOS-polyacrylamide gel electrophoresis buffer [0.25 M Trls- 
HCl [pH 6.8). 8% sodium lauryl sulfate (SDS), 40% glycerol and 0.004% bromphenoJ blue]. A sample 
containing no chymotrypsin was also prepared with each supernatant aud this was used as a sample after 
the lapse of 0 (zero) minute following chymotrypsin addition. 

A 20-til portion of each sample was subjected to SDS-polyacrylamide gel electrophoresis, then 
polypeptides were transferred to a nitrocellulose membrane, and enzyme-labeled antibody staining was 
performed in the same manner as described in the preceding section. As a result, it was found that all the 
newly glycosylated hG-CSF[ND28], hG-CSF[ND28N6] and hG-CSF[ND28Nl45] species were resistant to 
chymotrypsin as compared with the species having no additional carbohydrate chain. 

In the case of hG-CSF(ND28], the species having two O-glycosylated carbohydrate chains was more 
resistant to chymotrypsin than the species (natural type) having one such chain [Fig. 8-(4)]. In the case of 
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hG-CSF[ND26N61 the species having an additional N-glycosylated carbohydrate chain was more resistant 
to said enzyme than the species having no such carbohydrate chain [Fig. 8-(5)J. In the case of hG-CSF- 
tND28N145] comprising four kinds of polypeptide, namely the species having one O-glycosylated carbohy- 
drate chain (natural type), that having an additional O-glycosylated carbohydrate chain, that having an 
5 additional N-glycosylated carbohydrate chain and that having both additional carbohydrate chains, those 
having an additional N-glycosylated carbohydrate chain were more resistant than others. The species 
having an additional O-glycosylated carbohydrate chain as well as an additional N-glycosylated carbohy- 
drate chain was the most resistant [Rg. 8-(6)J. 

w 

(3) Thermal stability Investigation 

A 5-ml portion of the hG-CSF[ND28N6]-containlng f serum-free t culture supernatant obtained in Example 
4-(2) was concentrated to 500 Ul using a Molcut-10 membrane (Mlllipore). A 100-ul portion of the 

rs concentrate was applied to a Superose 12 column {Pharmacia) (1 cm x 30 cm) and the N-glycosylated hG- 
CSF[ND28N6J species was isolated. For chromatography, 0.1 M Tris-HCI buffer (pH 8.0) containing 0.2 M 
NaCI and 1 mM EDTA was used. The buffer was passed through the column at a flow rate of 0.5 ml/minute. 
Three repetitions" of the above chromatography gave about 1.5 ml of a solution containing the N- 
glycosylated h3-CSF[ND28N6] species (hG-CSF. concentration about 1.7 ug/ml). To 350 ul of this solution 

20 were added 3.5 ul of 1% Tween 20 and 1 ul {0.25 unit) of N-glycanase (Seikagaku Kogyo). and the N- 
glycosylated carbohydrate chain was eliminated by conducting the reaction at 37 C for 17.5 hours. An 
untreated control was also prepared by adding 1 Ul of sterilized water in lieu of N-g»ycanase and subjected 
to the same reaction procedure. After the reaction period, a portion of each reaction mixture was subjected 
to SDS-polyacrylamide gel electrophoresis, followed by silver staining. It was thus confirmed that the N- 

25 glycosylated carbohydrate chain had been eliminated In the N-glycanase-treated sample. 

Immediately after completion of the above reaction, both reaction mixtures were used in a comparative 
thermal stability test at 56* C. Thus, 60 ul of each reaction mixture was maintaind at 56* C. After 0, 30, 120, 
240 and 360 minutes, sampling (10 ul per sampling) was made and hG-CSF activity measurement was 
performed by colony forming ability testing using mouse bone marrow hematopoietic stem ceils. The 

30 results obtained are shown in Rg. 8-(7). In the figure, the activity Is shown in terms of residual activity with 
the activity after 17.5 hours of incubation at 37* C being taken as 100%. The activity after 17.5 hours of 
incubation at 37* C was 48.1% for the N-glycanase-treated sample and 66.8% in the control when the 
. activity before incubation was taken as 100%. 

As shown in Fig. 8-(7), It was found that the N-glycosylated hG-CSF[ND28N6] species (control) was 

as more stable against heat than the hG-CSF[ND28N6] species from which the N-glycosylated carbohydrate 
chain had been eliminated (N-glycanase treatment). 

Example 6 

40 



Construction of UK-S1 expression plasmid pSE1UKS1ld: 



(1) Construction of single-strand template DNA (single-strand pUKmpSI): 

About 3 ug of pUK1 obtained in Reference Example 2 was dissolved in 30 ul of Y-100 buffer, 10 units 
each of the restriction enzymes Pstl and BamH I were added, and digestion was carried out at 37* C for 2 
so hours. After a 10-minutB heat treatment aT"65* C, a 890-bp Pstl-BamHI fragment was purified by the AFT 
method [BioTechniques, 2. 66-67 (1984)]. 

Separately, about 1 ug of the M13mp18 RF DNA (Ml 3 phage vector; Takara Shuzo) was dissolved in a 
total volume of 30 ul of Y-100 buffer, 10 units each of the restriction enzymes Pstl and Bam HI were added, 
and digestion was performed at 37 * C for 2 hours. After 10-minute heat treatment at 65 C, a DNA fragment 
ss about 72 kb was purified by the AFT method. 

The thus-obtained pUK1 -derived 890-bp DNA fragment and M13mp18 RF DNA-derived 7.2-kb DNA 
fragment were dissolved in a total volume of 20 ul of T4 ligase buffer, 300 units of T4 DNA ligase was 
added, and ligation was carried out at 4 " C for 1 8 hours. 
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. Then, the above ligation reaction mixture was used to transfect Escherichia col. JM105 by the lawn 
method [Messing et aC: Methods in Etymology. 101. 20 (1983)] and ™™ b ^ h ?^™l*?™* 
Escherichia coli JM 105 was infected with one of the recombinant phages by the known ™tt>od (wte 
1^-cuitGred. Asingie^strand phage DMA was recovered from culture fluid. A *ub£Jr anded Phage 
5nX was also recovered from cultured cells according to the plasm.d DNA recovering 
sluctuTof this double-stranded phage DNA (pUKmpSD was confirmed by digestion w.th restnction 
enzymes (cf. Fig. 9). 



(2) Induction of mutation in UK cDNA using oligonucleotide: 



[A] Preparation of synthetic DNA for mutagenesis and phosphorylation: 

» ■ For the purpose of producing a UK derivative containing Asn in lieu of the 164th amino acid Phe 
residue of UK and having a carbohydrate chain added (hereinafter said UK derivative is referred to as UK- 
47- for short), the 17-base synthetic DNA 5 -GGGGAGAAAACACCACC-3 was syntr.es.zed using an 
AdDlied Biosystems model 380A DNA synthesizer. , 

^en 25 picomoles of the thus-obtained synthetic DNA was 5 -phosphorated by carrying , out the 

,o reaction in 10 u 1 of 50 mM Tris-HGI buffer [pH 7.6) containing 10 mM MgCI 2 , 5 m OTT 0. rr,M EDTA and 
SmM ATP in the presence of 5 units of T4 DNA kinase (Takara Shuzo) at 37 C for 30 m.nutes. 

[B] Site-directed mutagenesis using two oligonucleotide primers: 

25 A mixed solution composed of 6.5 ul of a solution containing the single-strand recombinant phage DNA 
obtained as described above [containing about 2 ug of DNA). 1 ul of 10 

buffer [containing 500 mM Tris-HCI (pH 7.8). 70 mM MgCi,. 60 mM 2-mercaptoethanol, 0*5 mW IdATP 
5S mM dCTP. 0;25 mM dGTP and 0.25 mM dTTp] and 2 ul (2.5 picomoes) of J™*^ 

30 mutagenesis obtained as described above was allowed to stand at 65 C for 5 minutes * 5 i C ; for 5 
TnuTes. at 37' C for 10 minutes and then at 25*0 for 10 minutes, then 3 unrts of Escherichia cgl 
pohUerase I Wenow fragment (hereinafter abbreviated as "Klenow fragment") (Takara Shuzo) was added 
ardreaction was carried out at 25* C for 30 minutes. Then 1 Ul of 10 times concentrated polymerase 
^O^icomo.e/U, M13 primer M4 (Takara Shuzo) and 3 units of ft. 

35 added to the reaction mixture. After 10 minutes of reaction at 37 C and 40 m.nutes of reaction at 25 C 2 
,H of 10 mM ATP and 300 units of T4 DNA ligase were added and l.gation was earned out at 11 C or 18 
hours. After the reaction mixture was subjected to phenolchloroform extraction, a DNA fragmen (was 
recovered by ethanol precipitation. This DNA fragment was dissolved in a totai volume of 30 Ul ? f Y-100 
buffer 12 units of EcoHl and 12 units of Pstl were added, and digestion was earned out at 37 C for Z 

40 hours-' After 10-minute-heat treatment at 6ifC. a Psti-EcoRI fragment about 600 bp in size was punned by 
the AFT method. 



46 



[C] Insertion of mutant DNA fragment into vector 

About 3 ug of the pUK11 plasmid DNA obtained In Reference Example 3 was dissolved in 30 ul of Y- 
50 buffer 10 units of Aatil (Toyobo) and 8 units of Pstl were added, and digestion was earned out at 37 C 
for 2 ho ; S After 10-mln-ute helt treatment at 66* CTan AatJI-Pst. fragment about 1.0 kb in s,ze was , punftod 
by the AFT method. Separately, about 3 ug of the pUKB101 plasmid DNA obtained .n 
12 was dissolved in 30 ul of Y-50 buffer. 10 units of AatU and 10 units of EcoRl were added, and d.gestion 
wL Srrted out at 37'C for 2 hours. After 10-mlnute hiat treatment at 65 C. an Aatll-EcoRI fragment about 
29 kb in size was purified by the AFT method. . . . A ... c ^ n , 

£.e thus-obtained pUKU-derived Aatll-Pst. fragment (about 0.05 ug). ^™?^J£S££ 
fragment (about 0.1 ug) and mutant 600^ PsU-EcoRI fragment were dissolved .n 20 ul of T4 hgase buffer. 
300 units of T4 DNA ligase was added, and ligation was carried out at 4 C for 18 hours^ 

The recombinant plasmid mixture obtained was used to transform Escherichia coH C600 1 SF8 [Prea 
Natl Acad Sci USA. 72. 3416 (1975)] and Ap-resistant strains were obta.ned. From among mese 
transformants. a recombinant plasmid. pUKSl. capable of hybridizing with a probe prepared by label.ng the 
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synthetic ONA for mutagenesis (mentioned above) with 32 P at the 5 end was isolated by the colony 
hybridization method. Structural analysis by restriction enzyme digestion and sequencing by the dideoxy 
method using M13 phage confirmed that pUKS1 had the desired structure (cf. Fig. 10). 



(3) Construction of UK-SI expression plasmid pSE1UKS1-1d: 

About 2 ug of the pSE1PAlSE1dhfr1-9A plasmid DNA obtained in Reference Example 9 was dissolved 
in 30 ul of Y-0 buffer, 10 units of Kpnl was added, and digestion was carried out at 37" C for 2 hours. Then, 
1.5 Ul of 2 M NaCI and 10 units of Xhol were added and digestion was effected at 37 C for 1 hour. After 
10-minute heat treatment at 65 *C. a DNA fragment about. 8.6 kb in size was purified by the AFT method. 
Separately, about 3 ug of the pSElUKproMA plasmid DNA obtained in Reference Example 13 was 
dissolved in 30 ul of Y-100 buffer. 12 units of Bglll and 12 units of Xhol were added, and digestion was 
carried out at 37* C for 2 hours. After 10-minute heat treatment at 65 C. a DNA fragment about 0.75 kb in 
size was purified by the AFT method. Further, separately, about 3 ug of the pUKS1 plasmid DNA obtained 
as described above was dissolved in 30 ul of Y-0 buffer, 15 units of Kpnl was added, and digestion was 
conducted at 37" C for 2 hours. Then, 1.5 ul of 2 M NaCI and 12 unitsT? Bglll were added and digestion 
was further carried out at 37* C for 1 hour. After 10-minute heat treatment at 65 C. a DNA fragment about 
1 .1 5 kb in size was purified by the AFT method. 

The thus-obtained pSE1PA1SE1dhfr1-9A-derived DNA fragment (about 8.6 kb; - about 0.1 ug), 
pSElUKproMA-derived DNA fragment (about 0.75 kb; about 0.02 ug) and pUKSI-derived DNA fragment 
(about. 1.15 kb; about 0.02 ug) were dissofved in a total volume of 20 ul of T4 ligase buffer, 100 units of T4 
DNA ligase was added, and ligation was carried out at 4* C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coii MM294 and Ap- 
resistant strains were obtained. A plasmid DNA, pSE1UKS1-1d t was Isolated from one of the transformants. 
As a result of structural analysis by restriction enzyme digestion, it was confirmed that pSE1UKS1-1d had 
the desired structure (cf. Fig. 11). 

A microorganism harboring the plasmid pSE1UKS1-1d has been deposited since September 24, 1988 
with the Fermentation Research Institute under the designation Escherichia coll EUKSI-ld (deposit number 
FERM BP-2072) in accordance with the Budapest Treaty. 



Example 7 



Production of UK-S1 and pro-UK polypeptides in animal cells: 



(1) Production of UK-S1 polypeptide by CHO cells harboring pSE1UKS1-1d: 

pSE1UKS1-1d obtained in Example 6 was introduced into dhfr-deflcient CHO cells according to the 
calcium phosphate method. Thus, 5 ml of MEMa (nonselective medium) supplemented with 1/10 volume 
FCS and 1/50 volume 7.5% NaHC0 3 (Flow Laboratories) was inoculated with said cells at an inoculum size 
of 1 x 10 s cells/ml and, using a LUX dish (6 cm in diameter), cultivation was conducted in a C0 2 incubator 
at 37* C for 1 day. Separately, 10 ug of the pSE1UKSl-1d DNA was dissolved in 450 ul of tOmM Trls-HCI 
(pH 7:5). To the solution was added 500 ul of 50 mM HEPES (N-2-hydroxyethylpiperazine-N -2-ethanesui- 
fonic acid) buffer (pH 7.1) containing 280 mM NaCI and 1.5 mM Na 2 HP04. followed by further addition of 
50 ul of 2.5 M CaCI 2 . The resultant mixture was allowed to stand at room temperature for 5 minutes. The 
whole amount of this DNA solution was added to dhfr-deficient CHO cells prepared from the above culture 
by discarding the medium, adding 10 ml of fresh MEMa (nonselective medium) and culturing further for 1 
hour. Incubation was then performed for 8 hours. Cells were washed with PBS, 5 ml of MEMa (nonselective 
medium) was added, and cultivation was carried out tor 16 hours. Cells were washed with PBS [8 g/liter 
NaCI, 0.2 g/liter KCI, 1.15 g/liter Na 2 HPOi (anhydrous), 0.2 g/liter KH2PO4]. 3 ml of a solution containing 
0.05% trypsin and 0.2% EDTA (ethylenediaminetetraacetic acid) was added and, after discarding the 
excess solution, incubation was carried out at 37* C for 5 minutes (trypsin treatment). MEMa (selective 
medium) supplemented with 10% dialyzed FCS (Gibco-Oriental). 1/50 volume 7.5% NaHC0 3 ' 1/100 volume 
100 x nonessential amino acid solution and 0.3 mg/ml G418 (Glbco-Oriental) was added and, after attaining 
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sufficient suspension of cells, cultivation was carried out In a CO* incubator at 37 C for 5 days using a dish 
10 cm in diameter. Cells were washed with PBS, MEMa (selective medium) was added, and cultivation was 
continued for 5 days. Following the same procedure, further cultivation was conducted for 5 days. Cells 
were washed with PBS, then treated with trypsin, suspended in 10 ml of MEMa (selective medium) and 

s cultivated in a CO z incubator at 37* C for 3 to 7 days using a dish 6 cm in diameter. Colonies that had 
appeared were treated with trypsirr and inoculated into a dish (10 cm in diameter) using 10 ml of MEMa - 
(selective medium) containing 50 nM MTX to a cell concentration of 5 x 10* cells/ml. Medium exchange 
was made three times at S^day intervals using the medium mentioned above. MTX-resistant colonies that 
had appeared were monoclonally isolated and respectively cultured until confluence using dishes 6 cm in 

io diameter. After medium substitution with 5 ml of MEMa (selective medium) containing 50 nM MTX. 
cultivation was conducted for 1 day and each culture fluid was examined for UK-S1 activity by the fibrin 
plate assay method [Granelil-Plperno and Reich: J. Exp. Med. 148, 233 (1978)]. Clone No. 12 showed the 
highest activity and the yield of UK-St amounted to 5 ug/10 6 cells/day. This clone was cultured in a Falcon 
3027 roller bottle containing 100 ml of MEMa (selective medium) containing 50 nM MTX. After confluence 

75 was attained, cultivation was continued for 3 days using the same medium as the above-mentioned one 
except that it was FCS-free and contained 10 KlU/ml aprotinln (Boehrlnger Mannheim). The resultant culture 
fluid (100 ml) was used in Example 8. 



20 (2) Production of pro-UK polypeptide by animal cells harboring pSElUKprol-1A: 

Usingthe recombinant plasmid pSEI UKprol -1 A obtained in Reference Example 13 together with pSV2- 
dhfr [Subramani et al. f MoL Cell Biol., 1, 854 (1981)] and dhfr-defictent CHO cells and following the 
procedure mentioned above. pro-UK-producing cell lines were obtained. Among them, clone No. 5 showed 
as the highest activity and the pro-UK production by said clone amounted to 3 ug/10 6 cells/day. This clone 
was cultured in a Falcon 3027 roller bottle containing 100 ml of MEMa (selective medium) containing 50 nM 
MTX. After confluence was achieved, cultivation was continued for 3 days using the same medium as the 
above-mentioned one except, that it was free of FCS and contained 10 KlU/ml aprotinin (Boehrlnger 
Mannheim). This 100-ml culture fluid was used in Example 8. 

30 

Example 8 



Comparison in thrombin sensitivity between natural pro-UK and carbohydrate chain-added modification UK- 
SI: 



40 (1) Purification of pro-UK and UK-SI from CHO cell culture fluids: 

To the 100-ml serum-free culture fluid obtained in Example 7 and containing natural pro-UK or the 
carbohydrate chain-added modification UK-S1 was added 5 ml of zinc (2n) chelate-Sepharose (Pharmacia 
Fine Chemicals) equilibrated with 50 mM phosphate buffer (pH 7.5) containing 0.05% Tween 80 and 0.05% 
4$ NaN 3 (hereinafter such buffer is referred to as "PBS-TA" for short). The mixture was stirred gently at 4 C 
for 1 hour. The mixture was packed into an Econo column (Bio-Rad). 

Each column was washed with 10 bed volumes of PBS-TA containing 10 KlU/ml apratinin and then 
elution was carried out with PBS-TA containing 10 KlU/ml aprotinin and 50 mM imidazole. Eluate fractions 
were examined for the presence of urokinase protein by the above-mentioned fibrin plate assay method and 
so urokinase protein<ontalnlng fractions were pooled. To the pooled solution was added 5 ml of SP-Sephadex 
C50 (Pharmacia Fine Chemicals) equilibrated with. PBS-TA. The resulting mixture was stirred gently at 4 C 
for 1 hour and then pakced into a minicolumn (Seikagaku Kogyo's Sepacol Mini). The column was washed 
with 10 bed volumes of PBS-TA and then eluted with 3 bed volumes of PBS-TA containing 500 mM NaCI. 
Immediately thereafter, 1 mf of benzamidine-Sepharose 6B (Pharmacia Fine Chemicals) equilibrated 
55 with PBS-TA was- added to the eluate. The mixture was stirred gently at 4* C for 1 hour and then packed 
into a minicoiumn (Seikagaku Kogyo's Sepacol Mini) and the effluent fraction was collected. This fraction 
contained natural single-chain pro-UK or single-chain UK-S1. 

That UK-S1 contained a new N-glycosylated carbohydrate chain was confirmed by the fact that upon 
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analysis by SDS-polyacrylamide gel electrophoresis, UK-S1 showed a greater molecular weight as com- 
pared with natural pro-UK and the fact that treatment of natural pro-UK and UK-S1 with N-glycanase 
resulted in decreases in molecular weight in both cases, giving products almost equal in molecular weight. 

5 

(2) Test of purified natural pro-UK and UK-S1 for thrombin sensitivity: 

The solution containing natural pro-UK or UK-S1 as obtained as described above was diluted with PBS- 
TA containing 300 mM NaCI to adjust the urokinase activity to 1.000 lU/ml as determined by the fibrin plate 

w assay method. To 216 ul of the dilution was added 36 ul of 24 uM human thrombin and the mixture was 
incubated at 37* C, The human thrombin used was a product of Sigma. The human thrombin was used after 
addition of 100 IU of aprotinin to 298 IU of thrombin, followed by 1-hour reaction at 37 C. After the lapse of 
15, 30, 60 and 120 minutes following thrombin addition, sampling was made (63 ul per sampling). The 
reaction was terminated by adding 9 ul of 24 uM thrombin inhibitor CThromstop"; American Diagnostica). A 

15 sample was also prepared by adding the thrombin inhibitor immediately after thrombin addition (this was 
regarded as a sample after the lapse of 0 (zero) minute following thrombin addition). In a control group, 
incubation was performed at 37 *C without addition of thrombin. 

Then. 22.5 ul of each sample was subjected to SDS-polyacrylamide gel electrophoresis [Laemmii: 
Nature, 227, 680 (1970)] and whether the single chain urokinase (or derivative) was converted to the double 

20 chain form" As a result, it was found that the proportion of the double chain form was smaller in UK-S1 as 
compared with natural pro-UK (cf. Fig. 12). This result Indicate that UK-S1 is less sensitive to thrombin. 

Furthermore, for confirming the above result, S-2444 amidolytic activity measurement was made. Thus, 
each of the above samples was diluted 5 times with TNT buffer [0.5 M Tris-HCI (pH 7.4), 0.38 M NaCI, 
0.1% Tween 80], 50 ul of 10 uM human plasmin was added to 50 ul of the dilution, and the mixture was 

ss incubated at 37* C for 30 minutes. The human plasmin used was a product of Boehrlnger Mannheim. Then, 
50 ul of the chromogenic substrate S-2444 (1.2 mM; Kabi Vitrum) was added and, after further 90 minutes 
of reaction ar 37* C. the absorbance at 405 nm was measured and the amidolytic activity was calculated. 
The results thus obtained are shown in Fig. 13. 

As shown in Fig. 13. it was found that UK-S1 has lower sensitivity to thrombin as compared with natural 

30 pro-UK. 



Example 9 

35 

In vivo evaluation of natural pro-UK and carbohydrate chain-added UK-S1 



40 

(1) Constant infusion experiment 

Male beagle dogs (weighing 5.5-11.5 kg) aged 4-6 months were used. The animals were anesthetized 
with pentobarbital sodium, 39 mg/kg i.v., and underwent artificial respiration with room air. Natural pro-UK or 

46 the carbohydrate chain-added UK-S1 obtained in Example 8 was administered by constant infusion for 30 
minutes (2,000 U/kg/min) into the femoral vein. Blood was collected from the femoral artery before 
administration (0 min) and after 15, 30, 45, 60 and 90 minutes after initiation of administration. The blood 
samples collected were immediately cerrtrifuged and the plasma samples obtained were stored frozen at 
-20" C until assayed. Using the plasma samples obtained, three systemic fibrinolytic factors, namely, a 2 - 

50 plasmin inhibitor, plasminogen and fibrinogen were determined as follows. 

One volume of 3.8% citric acid was added to 9 volumes of each whole, blood sample, the mixture was 
centrifuged at 3.000 rpm for 10 minutes and the supernatant was used as a sample for assaying the above 
three factors. For assaying aj-plasmin inhibitor and plasminogen, PPACK (D-phenylalanyl-L-prolyl-L- 
arginine chloromethyl ketone, CALBIOCHEM® Lot No. 586042. Hoechst) was added to the plasma sample 

65 to give a final concentration of 12.5 uM and, for assaying fibrinogen, 250 U/ml of aprotinin (Trasylol®, 
Bayer) was added to the plasma sample. 

Measurements were performed using an Olympus model AU510 autoanalyzer. The reagents used were 
ALP Autocolor Sankyo® (Sankyo) for assaying a 2 -plasmin inhibitor and plasminogen, and Fibrinogen 
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Reagent® (International Reagent) for assaying fibrinogen. 

It was found that the carbohydrate chain-added UK-S1 , like natural- pro-UK. scarcely activated systemic 
fibrinolytic system (cf. Fig. 45). Sandwttch immunoenzyme assay using antibody against urokinase revealed 
that the plasma elimination half-life of the carbohydrate chain-added UK-S1 was 24.2 minutes, whereas that 
of natural pro-UK was 12.0 minutes, showing a prolongation of elimination half-life. The area under the 
plasma concentration-time curve (AUC) for the carbohydrate chain-added UK-S1 was about 3.6 times larger 
than that for natural pro-UK [cf. Table 8-(A)]. 



io (2) Rapid bolus intravenous injection experiment: 

Male and female mongrel dogs (weighing 4.6-13.0 kg) were used. The femoral artery of each dog 
prepared in the same manner as above was exposed in a length of about 5 cm and electromagnet 
flowmeter was fixed to the most proximal site. The distal and proximal ends of a portion (about 1 cm) of the 
75 artery containing the bifurcation were ligated to make a small portion free of blood flow where thrombus was 
prepared by infusing 0.2-0.4 ml of 1,000 U/ml of thrombin (Green Cross) from the bifurcation. Thrombus 
formation and lysis were determined by increase or decrease of blood flow, respectively. The animal was 
left untreated for at least 1 hour (1-1.5 hours) after thrombus formation to ascertain that spontaneous 
recanalization did not occur. Natural pro-UK or the carbohydrate chain-added UK-S1 (0.6 mg/kg) was 
20 administered by bolus intravenous injection over 3 minutes and blood samples were collected before 
administration (0 minutes) and 15. 30, 45, 60, 90 and 120 minutes after initiation of administration. 

Recanalization was not observed in 2 dogs to which natural pro-UK was administered, while re- 
canalization was observed in all three dogs treated with the carbohydrate chain-added UK-S1. 

With natural pro-UK. systemic fibrinolytic factors tended to be activated, while with the carbohydrate 
25 chain-added UK-S1 , as in Infusion, no activation of systemic fibrinolytic factors was found (cf. Fig. 46). 

At the same time, the plasma level of natural pro-UK and that of the carbohydrate chain-added UK-S1 
were determined. The elimination half-life of the carbohydrate chain-added UK-S1 was 48.1 minutes, while 
that of natural pro-UK was 30.3 minutes, showing a prolongation of the elimination half-life of the former. 
The AUC for UK-ST was about 5.6 times larger than that for natural pro-UK. 

30 

Table 8 



Blood half-life data for natural pro-UK 
and carbohydrate chain-added UK-S1 


(A) Continuous infusion (beagle dogs) 




T1/2 (min) 


AUC 
(ug*min/ml) 


Pro-UK 


12.0 ± 1.9 


60.2 t 13.4 


UK-SI 


24.2 t 10.0 


214 ±57.6 


(B) Rapid bolus intravenous injection 
(mongrel dogs) 




T1/2 (min) 


AUC 
(ug*mln/ml) 


Pro-UK 


30.3 ± 8.9 


98.8 ± 38.1 


UK-S1 


48.1 ± 2.0 


555 a: 118 



55 Example 10 
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Construction of recombinant plasmid pUKS3 coding for carbohydrate chain-added UK-S3: 



In 30 ul of Y-100 buffer was dissolved about 2 ug of the pUKS1 plasmid DNA obtained In Example 6- 
s <2)-<c), 16 units of CM and 10 units of Hindlll were added to the solution, and digestion was effected at 
37* C for 2 hours. After 10-minute heat treatment at 65* C. a DNA fragment about 0.75 kb in size was 
purified by the AFT method. Separately, about 2 ug of the phPA2 plasmid DNA obtained in Reference 
Example 20 was dissolved in 30 ul of Y-10O buffer, 10 units of Hindlll and 1 unit of EcoR I were added, and 
digestion was carried out at 37* C for 2 hours. After 10-mimjte heat treatment at 65 C, a DNA fragment 
10 about 3.4 kb in size was purified by the AFT method. The folfowing two synthetic DNAs (43-mer and 43- 
mer) were synthesized and phosphorylated at the 5 ends as described in Example 1: 

5 '-GGCCAA AAG ACT ATT CGA ACG CGT TTT AAG ATT ATT GOG GGA G-3 ' 

3»-TT TTC TGA TAA GCT TCC GCA AAA TTC TAA T&A CGC OCT CTEAA-5 1 



The thus-prepared pUKS1-derived DNA fragment (about 0.75 kb; about 0.1 ug), phPA2-derived DNA 
fragment (about 3.4 kb; about 0.1 ug) and two s'-phosphorylated synthetic DNAs (1 picomole each) .were 
dissolved in a total of 20 ul of T4 ligase buffer, 300 units of T4 llgase was added, and ligation was carried 
out at 4* C for 18 hours. The recombinant plasmid mixture thus obtained was used to transform Escherichia 
coli MM294 to give Ap-resistant transformant strains. The plasmid DNA was isolated from each transformant 
and. subjected to structural analysis by restriction enzyme digestion and to base sequence determination by 
the Ml 3 dideoxy sequencing method. A piasmid DNA having the desired structure and including the base 
substitutions of the 153th Leu with Asn and the 155th Pro with Thr was named pUKS3 (ct Fig. 47). The 
amino acid sequence of UK-S3 obtained herein is shown in Table 7. 
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Example 1 1 

Construction of UK-S3 expression plasmid pSEUKS3: 
About 2 ug of the pSE1PAlSE1dhfrl-9A plasmid DNA obtained in Reference Example 9 was dissolved 
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In 30 ul of Y-0 buffer. 10 units of Kpnl was added, and digestion was carried out at 37 C for 2 hours. Then, 
1 5 ul of 2 M NaCI and 10 units of Xhol were added, and digestion was further performed at 37 C for 1 
hour. After 10-mimite heat treatment it65* C, a DNA fragment about 8.6 kb in size was purified by the AFT 
method. Separately, about 3 ug of the pSEIUKproMA plasmid DNA was dissolved in 30 » ul of Y-100 

6 buffer 12 units of Bglll and 12 units of Xhol were added, and digestion was carried out at 37 C for 2 hours. 
After 10-minute helTtreatment at 65*675 DNA fragment about 0.75 kb in size was purified by the AFT 
method. Further, separately, about 3 ug of the pUKS3 plasmid DNA obtained in Example 10 was dissolved 
in 30 ul of Y-0 buffer. 15 units of Kpnl was added, and digestion was carried out at 37 C for 2 hours. Then 
1 5 ul of 2 M NaCI and 12 units of~BgM were added, and digestion was further carried out at 37 C for 1 

io hour. After 10-minute heat treatment? 65' C. a DNA fragment about 1.15 kb in size was purified by the 

AFT method. rt * ,,«\ 

The thus-obtained pSE1PAlSE1dhfr1-9A-derived DNA fragment (about 8.6 kb; about 0.1 ug). 
pSEIUKproVtA-derived DNA fragment (about 0.75 kb; about 0.02 ug) and pUKS3-derived DNA fragment 
(about 1.15 kb; about 0.02 ug) were dissolved in a total of 20 ul of T4 ligase buffer, 100 units of T4 DNA 
is ligase was added, and ligation was carried out at 4* C for 18 hours. - . 

The recombinant plasmid mixture thus obtained was used to transform Escherichia coli MM294 to give 
Ap-resistant transformants. Upon structural analysis by restriction enzyme digestion, the Ptwnid DNA 
PSEUKS3 isolated from one of the transformants was found to have the desired structure (cf. Fig. 48). 

An Escherichia coli strain harboring the plasmid pSEUKS3 has been deposited, since June 15. 1989. 
20 with the FerrnentatiSrTResearch Institute under the designation Escherichia coli ESEUKS3 and deposit 
number FERM BP-2478 under the Budapest Treaty. 
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Example 12 



Production of UK-S3 polypeptide by animal cells carrying pSEUKS3 

UK-S3-produclng cell lines were obtained using the recombinant plasmid pSEUKS3 obtained in 
Example 11 and dhfr-deficient CHO cells and following the procedure mentioned above. Among them, clone 
No. 13 had the highest activity and produced UK- S3 at a rate of 3 ug/10 6 cells/day. This clone was cultured 
in a Falcon 3027 roller bottle containing 100 ml of MEMa (selective medium) containing 50 nM MTX. After 
confluence was achieved, cultivation was continued for 3 days using the same medium as the above- 
mentioned one except that it was free of FCS but contained 10 KlU/ml aprotinin (Boehringer Mannheim) to 
thereby obtain 100-ml culture fluid. 

Example 13 



Heat stability testing of carbohydrate chain-added UK-S3: 

The carbohydrate chain-added UK-S3 was purified from the CHO cell culture fluid in the same manner 
as in Example 8-(1), The purified natural pro-UK and carbohydrate chain-added UK-S3 were each dissolved 
in 50 mM phosphate buffer (pH 7.5) containing 200 mM arginine. 100 mM NaCI. 0.01% Tween 80 and 
0 05% sodium azide to give a concentration of 10 ug/ml and each solution was incubated at 70 C. 
Samples were collected before Incubation and 1, 2, 3 and 4 hours after initiation of incubation, cooled on 
ice and immediately assayed for residual activity by the fibrin plate method (cf. Fig. 49). 

It was found that the carbohydrate chain-added UK-S3 was more stable against heat than natural pro- 
UK. 

Reference Example 1 
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Construction of plasmid ptPA7 carrying human t-PA cDNA: 



(1) Preparation of poly(A) RNA from Detroit 562 cells: 

A poly(A)-containing RNA was prepared from, the human laryngeal cancer cell line Detroit 562 by the 
guanidine thiocyanate-lithium chloride method [Cathala et al.: DNA, 2, 329 (1983)]. 

Thus, human laryngeal cancer Detroit 562 cells (Peterson, W. D„ Jr. et al.: Proc. Soc. Exp. Biol. Med.; 
136, 1187 (1971)] were grown in 50 ml of MEM medium (Nissui Pharmaceutical) containing 10% fetal 
bovine serum 1/100 volume of 100 x nonessential amino acid solution (Row Laboratories), 1 mM sodium 
pyruvate and 0.1% lactoalbumin hydrolyzate (Gibco-Orientai) in each of six tissue culture flasks (Coming; 
150 cm 2 ). After incubation at 37* C until confluence cells were washed with PBS, then phorbol myristate 
acetate (PMA) was added in a concentration of 100 ng/ml, 30 ml of the same medium as mentioned above 
except that it was free from fetal bovine serum was added, and incubation was continued at 37 C for 24 
hours Cells were then treated with 10 ml of a solution containing 0.05% trypsin and 0.02% EDTA to give a 
cell suspension A total of 1 x 10 s cells were obtained from the six tissue culture flasks. The cells were 
harvested from the- cell suspension by conjugation (1,100 x g. Vc. 10 minutes), washed with 80 ml of 
phosphate buffer, and sdlubilized In 10 ml of a solution containing 5 M guanidine thiocyanate. 10 mM 
EDTA, 50 mM Tris-HCi (pH 7) and 8% (v/v) 2-mercaptoethanol by using a vortex mixer. This solubilization 
product was transferred to a centrifuge tube, 80 ml of 4 M LiCI was added and, after stirring, the mixture 
was allowed to stand at 4" C for 20 hours. The mixture was centrifuged at 9,000 rpm for 90 minutes using a 
Hitachi RPR 10 rotor and RNA was recovered as a precipitate. The RNA precipitate was suspended In 50 
ml of a solution containing 4 M urea and 2 M lithium chloride, the suspension was centrifuged at 9,000 rpm 
for 60 minutes by means of a Hitachi RPR 10 rotor and RNA was again recovered as a. precipitate. The 
RNA precipitate was dissolved in 10 ml of a solution containing 0.1% sodium lauryl. sulfate, 1 mM EDTA 
and 10 mM Tris-HCI (pH 7.5) and, after phenol-chloroform extraction, RNA was recovered by ethanol 
precipitation. The RNA obtained (about 2.5 mg) was dissolved in 1 ml of a solution containing 10 mM Tris- 
HCI (pH 8 0) and 1 mM EDTA. The solution was incubated at 65* C for 5 minutes and 0.1 ml of 5 M NaCI 
was then added. The mixture was subjected to oIigo(dT)-cellulose column (P-L Biochemicals) chromatog- 
raphy (column volume 0.5 ml). Poly(A)-containing mRNA adsorbed was eluted with a solution conta.nmg 10 
mM Tris-HCI (pH 7.5) and 1 mM EDTA to give about 90 ug of poly(A)-containing mRNA. 

(2) cDNA synthesis and insertion of said DNA into vector: 

A cDNA was synthesized and a recombinant plasmid with the same inserted therein was constructed by 
the Okayama-Berg method [Mol. Cell. Biol., 2. 161 (1982)]. This process is outlined in Fig. 14. 

Thus 400 ug of pCDV1 [Okayama & Berg: Mol. Cell. Biol.. 3, 280 (1983)] was added to 300 al of a 
solution containing 10 mM Tris-HCI (pH 7.5), 6 mM MgCI 2 and 10 mM NaCI and, after further addition of 
500 units of Kpnl, the plasmid was cleaved at its Kpnl site by 6 hours of reaction at 37 C. After phenol- 
chloroform extraction. DNA was recovered by ethanol precipitation. About 200 ug of the Kpnl-cteaved DNA 
was added to 200 ul of a solution prepared by adding dTTP in a concentration of 0.25 mM to a buffer 
(hereinafter, TdT buffer) containing 40 mM sodium cacodylate, 30 mM Tris-HCI (pH 6.8). 1 mM CaCI 2 and 
0 1 mM dithiothreitol (hereinafter, DTT). After further addition of 81 units of terminal deoxynucleotidyl 
transferase (hereinafter. TdT) (P-L Biochemicals), the mixture was incubated at 37 C for 11 minutes, 
whereby an approximately 87-mer poly(dT) chain was added to the Kpnl cleavage site 3 terminus of 
pCDVI Ethanol precipitation from the solution following phenol-chlorolorm extraction gave about 100 ug of 
poty(dT) chain-added pCDVI DNA. This DNA was added to 150 ul of 10 mM Tris-HCI (pH 7.5) containing 6 
mM MgCb and 100 mM NaCI and. after further addition of 360 units of EcoRI, the mixture was incubated at 
37 'C for 2 hours. After treatment of the reaction mixture by the LGT method, a DNA fragment. 3.1 kb in 
length was recovered. Thus was obtained about 60 ug of poly(dT) chain-added pCDVI. This DNA was 
dissolved in 500 ul of 10 mM Tris-HCI (pH 8.0) containing 1 mM EDTA, the solution was incubated at 65 C 
for 5 minutes and then cooled with ice. and 50 ul of 5 M NaCI was added. The mixture was subjected to 
ollgo(dA)-ceHulose column (Collaborative Research) chromatography. Fragments sufficient in (dT) chain 
length were adsorbed on the column. They were eluted with 10 mM Tris-HCI (pH 8.0) containing 1 mM 
EDTA to give 27 ug of poly(dT) chain-added pCDVI (hereinafter briefly referred to as "vector primer"). 
Then, a linker DNA was prepared. 
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About 14 ug of pLI [Okayama & Berg: Mol. Cell. Biol., 3, 280 (1983)] was added to 200 ul of 10 mM 
Tris-HCI buffer (pH 7.5) containing 6 mM MgCI 2 and 50 mM NaCI and, after further addition of 50 units of 
Pstl, the mixture was incubated at 37 *C for 4 hours for cleavage of the pL1 ONA at its Pstl site. After 
phenol-chloroform extraction of the reaction mixture, about 13 ug of Pstl-cleaved pL1 ONA was recovered 
s by ethanol precipitation. This ONA (about 13 ug) was added to 50 ul of TdT buffer containing dGTP in a 
finaJ concentration of 0.25 mM and, after further addition of 54 units of TdT (P-L Biochemicals), the mixture 
was incubated at 37* C for 13 minutes, whereby an oligo(dG) chain (about 14-mer) was added to pL1 at its 
Pstl cleavage site 3 terminus. Following phenol-chloroform, extraction. DNA was recovered by ethanol 
Precipitation. This DNA was added to 100 ul of 10 mM Tris-HCI buffer {pH 7.5) containing 6 mM MgCIa and 
w 60 mM NaCI and, after further addition of 80 units of Hindlll. the mixture was incubated at 37 C for 3 hours 
for cleavage of the pL1 DNA at the Hindlll site. The reaction mixture was fractionated by agarose gel 
electrophoresis and a DNA fragment of about 0.5 kb was recovered by the DEAE paper method [Dreteen et 
ah: Anal. Blochem., 112, 295 (1981)1. Thus was obtained an oligo(dG) chain-added linker DNA (hereinafter 
brieffy referred to as "linker DNA*). 
is About 4 ug of the poly(A) RNA and about 1.4 ug of the vector primer, each prepared as mentioned 
above, were dissolved in 22.3 ul of a solution containing 50 mM Tris-HCI (pH 8.3), 8 mM MgCb, 30 mM 
KCf, XK3 mM DTT, 2 mM each dNTP (dATP. dTTP, dGTP and dCTP) and 10 units of ribonuciease inhibitor 
(P-L Biochemicals) and, after addition of 10 units of reverse transcriptase (Seikagaku Kogyo), the mixture 
was incubated at 41* C for 90 minutes for synthesis of a DNA complementary to the mRNA. The reaction 
20 mixture was subjected to phenol-chloroform extraction and then to ethanol precipitation, whereby the vector 
primer DNA with an RNA-DNA double strand added thereto was recovered. This DNA was dissolved In 20 
* ul of TdT buffer containing 66. uM dCTP and 0.2 ug of poly(A) and, after addition of 14 units of TdT (P-L 
Biochemicals), the mixture was incubated at 37' C for 2 minutes for addition of an oligo(dC) chain (20-mer) 
ta the cDNA 3' terminus. The reaction mixture was subjected to phenol-chloroform extraction and then to 
as ethanol precipitation, whereby the cDNA-vector primer DNA with the [dC> chain added was recovered. This 
DNA was dissolved in 400 ui of 10 mM Tris-HCI (pH 7.5) containing 6 mM MgCI 2 and 60 mM NaCI. 20 
units of Hindlll was added, and the mixture was incubated at 37* C for 2 hours for cleavage at the Hindlll 
site. Thereaction mixture was subjected to phenol-chloroform extraction and then to ethanol precipitation, 
whereby 0.5 picomole of a (dC) chain-added cONA-vector primer DNA was obtained. A 0.2 picomole 
30 portion of this DNA and 0.4 picomole of the above-mentioned linker DNA were dissolved in 100 ul of 10 
mM Tris-HCI (pH 7.5) containing 0.1 M NaCI and 1 mM EDTA and the solution was incubated at 65 C for 
10 minutes, then at 42* C for 25 minutes and further at 0* C for 30 minutes. The solution was made up to 
1,000 ul so that the resultant solution contained 20 mM Tris-HCI (pH 7.5), 4 mM MgCfe, 10 mM (NH*)2SO*, 
0.1 M KCI and 0.1 mM /3-NAD. To the solution was added 25 units of Escherichia coli DNA ligase (New 
36 England BioLabs). The mixture was incubated at 11* C for 18 hours. After addition of each dNTP (40 uM) 
and 0-NAD (to a final concentration of 0.15 mM), followed by addition of 10 units of Escherichia coil DNA 
ligase, 20 units of Escherichia coli DNA polymerase I (P-L Biochemicals) and 10 units of Escherichia coli 
ribonuciease H (P-L Biochemicals), the resultant solution was incubated at 12*C for 1 hour and then at 
' 25* C for 1 hour. The above reaction procedure caused cyclization of the cDNA-containlng DNA and 
40 substitution of DNA for the RNA portion of the RNA-DNA double strand, giving a recombinant piasmid 
having a completely double-stranded DNA structure. 



(3) Selection of human t-PA cDNA-containing recombinant DNA: 

45 

Then, colony hybridization was performed and the t-PA cDNA was selected as a clone capable of 
associating with a ^P-labeled synthetic DNA identical in base sequence with the base sequence of a part of 
the t-PA signal peptide region of human t-PA cDNA (Pennica et al.: Nature. 30T, 214 (1983)], namely ^P- 
labeled 5'-ATGGATGCAATGAAGAGAGGGCTCTGCTGT-3. which was used as a probe, in the following 
50 manner. 

First, the recombinant piasmid obtained In (2) was used to tranform Escherichia coli C600 SF8 
[Cameron: Proc. Natl. Acad. Sci. USA, 72, 3416 (1975)1 by the method of Hanahan [J. Moi. Biol.. 166, 557 
(1983)]. About 10,000 colonies obtained were immobilized on nitrocellulose filters by the method, of 
Hanahan and Meselson [Methods in Enzymology, 100. 333 (1983)]. Prehybridization on each filter was 
55 performed in a solution containing 6 x NET [1 x NET « 150 mM NaCI, 15 mM Tris-HCI (pH 7.5), 1 mM 
EDTA], 10 x Denhardt solution and 100 Ug/mt of fragmented Escherichia coli chromosome DNA at 65 C for 
4 hours or tonger. The above-mentioned ^P-labeled probe was added to this prehybridization solution and 
allowed to associate with DNA on the filter (65 *C, 16 hours or longer). Then, the filter was washed twice 
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with 6 x SSC (1 x SSC = 150 mM NaCI, 15 mM sodium citrate) (room temperature, 5 minutes/washing), 
then washed with a solution containing 2 x SSC and 0.1% SDS at 65* C for 30 minutes, further washed with 
a solution containing 2 x SSC and 0.1% SDS at 65* C for 15 minutes and; Anally, washed twice with 6 x 
SSC at room temperature (5 minutes/washing). The filter was air-dried and then subjected to autoradlog- 
s raphy for positive clone Identification. The base sequence of the cDNA of a plasmid, ptPA7, carried by one 
positive clone thus identified was determined by the dideoxy sequencing method using M13 phage and 
found to code for t-PA in complete agreement with the amino acid sequence of t-PA as reported by Pennica 
et al. [Nature, 301 , 214 (1983)] except for the substitution of GAT and ACC for the codon (QAC) for the 95th 
amino acid (asparagine) and the codon (ACA) for the 512th amino acid (threonine), respectively, In mature t- 

10 PA. . ... 

This bacterial strain has been deposited with the Fermentation Research Institute as Escherichia coli 
EtPA7 under the deposit number FERM BP-1467 in accordance with the Budapest Treaty. 

ys Reference Example 2 



Construction of human pro-UK cDNA-containing plasmid pUK1 : 

20 The Detroit 562 cell cDNA library built up in Reference Example 1 was screened by the colony 
hybridation method and a human pro-UK cDNA clone was isolated. Thus, the recombinant plasmid 
obtained in Reference Example 1 was used to transform Escherichia coll C600 SF8 [Cameron: Proc. Natl. 
Acad Sci. USA, 72. 3416 (1975)] by the method of Hanahan [J. Mol. Biol.. 166, 557 (1983)]. About 30,000 

25 colonies obtained~were immobilized on nitrocellulose filters by the methoSTof Hanahan and Meselson 
[Methods in Enzymology, 100. 333 (1983)]. Prehybridlzation on each filter was performed in a solution 
containing 6 x NET, 10 x Denhardt solution and 100 ug/ml of fragmented Escherichia coli chromosome 
DNA at 65* C for 4 hours or longer. 

Then, a 32 P-labeled probe derived from a 41-base synthetic DNA identical in base sequence with a 

ao portion of the kringle region: of human pro-UK cDNA [Holmes et aU Bio/Technology. 3, 923 (1985)], namely 
5^GGGAATGGTCACTTTTACCGAGGAAAGGCCAGCACTGACAG-3 (corresponding to the underlined base 
sequence shown in Fig. 5 for the human pro-UK cDNA isolated by the present inventors), was added to the 
above-mentioned prehybridization solution and allowed to associate with DNA on the filter (65 C, 16 hours 
or longer) Then, the filter was washed twice with 6 x SSC (room temperature, 5 minutes/washing), then 

as washed with a solution containing 1 x SSC and 0.1% SDS at 57* C for 30 minutes, further washed with a 
solution containing 1 x SSC and 0.1% SDS at 57 *C for 15 minutes and, finally, washed twice with 6 x SSC 
(room temperature, 5 minutes/washing); The filter was air-dried and then subjected to autoradiography for 
positive clone identification. The base sequence of the cDNA of a plasmid, pUKI, carried by one positive 
clone thus identified was determined by the dideoxy sequencing method using M13 phage (Table 5). As a 

40 result, it was found that the cDNA of pUK1 codes for that part of the pro-UK translation region which is 
downstream from the 41st (according to the numbering of amino acid residues of pro-UK as shown in Table 
5) amino acid (Cys) residue of Pro-UK. together with the 3-nontransiation region. The amino acid sequence 
of pro-UK encoded by the cDNA of pUK1 was in agreement with that reported by Holmes et al. 
[Bio/Technology, 3. 923 (1985)] except for the third base of each of the codons for the following four amino 

45 acids: 

254th amino acid Asn: AAC — AAT; 
340th amino acid Leu: CTA — CTG; 
345th amino acid Pro: CCC CCA; and 
346th amino acid Gin: CAA — CAG. 

so This bacterial strain has been deposited with the Fermentation Research Institute as Eschenchia coli 
EUK1 under the deposit number FERM BP-1463. 



Reference Example 3 



65 



Construction of human pro-UK cDNA-containing plasmid pUK11: 
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20 



Since the pro-UK cDNA encoded by the plasmid pUK1 obtained in Reference Example 2 does not 
contain the pro-UK signal region and growth factor domain region, a cDNA containing these regions was 
cloned following the procedure shown below. 

First, a vector. pCCK2, for use In cloning the cDNA was constructed in the following manner. 

(1) Construction of recombinant plasmid pCCKI: 

The Escherichia coll HB101 strain harboring the plasmid pRC19, containing a rat brain cholecystoklnln 
(CGK) p recursor cDN ATconstructed by Kuwano et al. IJ. Blochem.. 96, 923-926 (1984)] was grown and the 
pRC19 DNA was prepared from cultured cells by the conventional method. About 3 ug of the pRC19 DNA 
obtained was dissolved In 30 ul of Y-50 buffer, 1 unit of Pyull was added, and digestion was conducted at 
37' C for 1 hour. This digestion reaction resulted in partial digestion of the ONA with Pyull. After 10-minute 
heat treatment at 85* C, a DNA fragment about 530 bp In size was purified by the AFT method. Separately, 
about t ug of the plasmid DNA P UC19 constructed by Norrander et al. [Norrander, J. ct al.: Gene, 26. 101 
(1983)* the- pUC19 plasmid DNA Is available from Takara Shuzo] was dissolved in 30 ul of Y-0 buffer 
containing 20 mM KCI. 16 units of Smal was added, and digestion was carried out at 30 C for 2 hours. 
After 10-minute heat treatment at 65*C", a DNA fragment about 2.7 kb in size was purified by the AFT 

me °The thus-obtained. pRC19-derived 530-bp DNA fragment, (about 0.01 ug) and pUC19-derived 2.7 kb 
DNA fragment (about 0.05 Ug) were dissolved in 20 ul of T4 ligase buffer and, after addition of 200 units of 
T4 DNA ligase, ligation was conducted at 4* C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coli MM294 to give Ap- 
resistant strains. The plasmid DNA isolated from one of the transformants was named pCCKI and structural 
analysis with restriction enzymes confirmed that the DNA had the desired structure (cf. Fig. 15). 



(2) Construction of recombinant plasmid pCCK2: 

oo About 2 ug of the pCCKI plasmid obtained in the above manner was dissolved in 30 ul of Y-0 buffer, 
12 units of Sad was added, and digestion was conducted at 37 *C for 2 hours. Further, 1.5 ul of 2 M NaCI 
- and 10 units~5f BamHI were added and digestion was performed at 37' C for 2 hours. After 10-minute heat 
treatment at 65"cTa DNA fragment about 0.55 kb in size was purified by the AFT method. Separately, 
about 2 ug of the pTrS33 plasmid obtained in Reference Example 5 was subjected to the same reaction as 

as mentioned above and the resulting Sacf-BamHI fragment about 2.85 kb in size was purified by the AFT 

m The thus-obtained. pCCK1-derived 0.55 kb DNA fragment (about 0.02 ug) and pTrS33-derived 2.85 kb 
DNA fragment (about 0.1 ug) were dissolved In 20 ul of T4 ligase buffer. 50 units of T4 DNA ligase was 
added, and ligation was conducted at 4* C for 18 hours. 
40 The recombinant plasmid mixture obtained was used to transform Eacherichia coli MM294 and Ap- 
resistant strains were obtained. A plasmid DNA, pCCK2, was isolated from one of these transformant strains 
and subjected to structural analysis with restriction enzymes, whereby it was confirmed that said plasmid 
DNA had the desired structure (cf. Fig. 16). 

45 

(3) Isolation of plasmid pUK11 carrying human pro-UK cDNA: 

About 8 ug of the Detroit 562 cell-derived poly(A) RNA (mRNA) prepared in Reference Example 1 
[dissolved in 7 ul of 10 mM Tris-HCt (pH 7.5) containing 0.5 mM EDTA] was heated at 65 C for 10 minutes 

so and then cooled rapidly on Ice. This solution was adjusted to a final volume of 80 ul such that the final 
solution contained 50 mM Tris-HCI (pH 8.3). 8 mM MgCI 2f 30 mM KCI. 5 mM DTT, 1 mM each dNTP 
(dATP. dTTp, dGTP, dCTP). 10 units of ribonuclease inhibitor (P-L Biochemlcals) and 5 ug/ml ohgo(dT)- 
12-iB (Collaborative). The resultant solution was incubated at 41 'C for 15 minutes. Then, 20 units of 
reverse transcriptase (Seikagaku Kogyo) was added and incubation was performed at 41 C for 90 minutes 

55 for the synthesis of a cDNA complementary to the mRNA. The reaction mixture was subjected to phenol- 
chloroform extraction and then to ethanot precipitation. The precipitate was dissolved in 40 Ul of 0.3 M 
NaOH and the solution was allowed to stand at 37 *C for 15 minutes for hydrolyzing the mRNA. After 
neutralization by addition of 10 ul of 1 M Tris-HCt (pH 7.5) and 40 ul of 0.3 N HCI. the resultant single- 
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strand cDNA was recovered by ethanol precipitation and dissolved in 28.5 ul of HaO. 

The solution was adjusted to a final volume of 40 ul such that the final solution contained 50 mM Tris- 
HCI (pH 8.3). 8 mM MgCh. 30 mM KCI, 5 mM DTT, 1 mM each dNTP (dATP, dTTp. dGTP, dCTP) and 2.5 
Ug/mi synthetic DNA primer CATGAGAGCCCTGCTGG (in agreement with the base^sequence of a part of 
the human pro-UK signal peptide region). The resultant solution was incubated at 65 C for 10 minutes and 
then at 41* C for 30 minutes. Then. 10 units of reverse transcriptase was added and incubation was 
conducted at 41* C for 60 minutes for converting the single-strand cDNA to the corresponding double- 
stranded cDNA. The reaction mixture was subjected to phenol-chloroform extraction and then to ethanol 
precipitation. The precipitate was dissolved in 30 ul of Y-0 buffer containing 25 mM NaCI. then 25 units of 
BssHII (New England BioLabs) was added, and digestion was carried out at 50 C for 2 hours. Then, 1 .25 ul 
of2 M NaCI and 12 units of Bam HI was added and further digestion was conducted at 37 C for Z hours. 
After 10-minute heat treatmenTat 65* C. a mixture of cDNA fragments about 1.1 to 1.4 kb in size was 
purified by the AFT method. 

Separately, about 2 ug of the pCCK2 plasmid DNA obtained as mentioned above was cleaved with 
BssHII and BamH I in the same manner as mentioned above and a BssHII-BamHI fragment about 2.9 kb in 
size was purified by the AFT method. ■ . nKIA 

The thus-obtained 1.1-1.4 kb cDNA fragment mixture (about 0.02 ug) and pCCK2-denved 2.9 kb DNA 
fragment (about 0.05 ug) were dissolved In 20 ul of T4 ligase buffer, 200 units of T4 DNA ligase was 
added, and ligation was effected at 4* C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coii C600 SF8. Among 
about 25,000 Ap-resistant strains obtained, about 1 ,000 positive clones capable of associating with the same 
probe as used in isolating the pro-UK cDNA In Reference Example 2 were isolated by the colony 
hybridization method. The hybridization and filter washing conditions were the same as those employed in 
Reference Example 2. A plasmid, pUK11 (cf. Fig. 17), harbored by one positive clone thus obtained was 
isolated and the base sequences of Its pro-UK signal peptide, growth factor domain and kringle domain 
regions were determined by the dideoxy sequencing method using M13 phage. This base sequences were 
in agreement with those reported by Holmes et al. [Bio/Technology, 3, 923 (1985)]. 

Reference Example 4 



Construction of hG-CSF cDNA-carrying plasmids pCSF1-2 and pCSF2: 

(1) Preparation of poiy(A) RNA from normal human peripheral blood macrophages: 

Leukocytes obtained from normal human peripheral blood by centrifugation were cultured in a plastic 
bottle, adherent cells, i.e. macrophages, were isolated by removing nonadherent ceils by washing, and a 
poly(A)-containing RNA was prepared from these macrophages by the guanidine thiocyanate-lithium 
chloride method [Cathala et al.: DNA, 2. 329 (1983)], as mentioned below. 

Normal human peripheral blood (400 ml) was centrifuged at 1.800 rpm for 20 minutes using a Hitachi 
RPR10 rotor. The blood cells sedlmented were suspended in 50 ml of phosphate-buffered saline [8 g/liter 
Nacl, 0.2 g/liter KCI, 1.15 g/liter anhydrous Na 2 HP0 4 and 0.2 g/liter KH 2 PO* (pH 7.2); hereinafter referred to 
as "PBS"]. A 25-ml portion of this suspension was layered on 25 ml of lymphocyte separating solution 
(Bionetics) and centrifugation was performed at 1,800 rpm for 30 minutes using a Hitachi RPR10 rotor. The 
middle leukocyte layer was recovered, and the leukocytes were washed with an equal volume of PBS 
(1 500 rpm, 10 minutes, Hitachi RPR10 rotor), suspended in 20 ml of RPMI 1640 medium (Nissui 
Pharmaceutical) containing 5% fetal bovine serum and cultured in a flask for tissue culture (Coming). After 
1.5 hours of cultivation at 37* C, the culture supernatant was removed together with nonadherent cells. After 
addition of a fresh 20-ml portion of the same medium and Escherichia coli- derlved lipopolysaccharide (LPS) 
(to a concentration of 0.3 mg/ml). further cultivation was carried out at 37* C for 4 hours. Then, cells were 
collected from the culture flufd by centrifugation (1,100 x g, 4* C, 10 minutes), washed with 80 ml of PBS 
and solubitized in 10 mi of 50 mM Tris-HCI (pH 7) containing 5 M guanidine thiocyenate. 10 mM EDTA and 
8% (v/v) 2-mercaptoethanol by means of a vortex mixer. The solubilization product was transferred to a 
centrifuge tube, 80 ml of 4 M UCI was added, and the mixture was stirred and then allowed to stand at 4 C 
for 20 hours. RNA was recovered as a sediment by 90-minute centrifugation at 9,000 rpm using a Hitachi 
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RPR10 rotor The RNA sediment was suspended in 50 ml of a solution containing 4 M urea and 2 M hthium 
chloride and RNA was again recovered by centrifugation (9.000 rpm. 60 minutes. Hitachi RPR1 0 rotor). 

The RNA sediment was dissolved In 10 ml of 10 mM Tris-HCl (pH 7.5) containing 0.1% sod.um lauryl 
sulfate and 1 mM EDTA and. after phenol-chloroform extraction. RNA was recovered by ethanol PWta- 
tion. The RNA obtained (about 0.8 mg) was dissolved in 1 ml of Tris-HCl (pH 8.0) contalmng 1 mM EDTA. 
After 5-miriute incubatJon at eVc. 0.1 ml of 5 M NaCI was added. The mixture was subjected to 
chromatography on an oligo(dT)-cellulpse column (P-L Blochemicals) (column volume 0.5 ml). Button of 
adsorbed/ poly(A)-containing mRNA with 10 mM Tris-HCl (pH 7.5) containing 1 mM EDTA gave about 30 
ug of poly(A)-containing mRNA. 



(2) Synthesis of cDNA and Insertion of the cONA into vector: 

Following the Okayama-Berg method [Mol. Cell. Biol.. 2. 1S1 (1982)1, cDNA synthesis was performed 
and a plasmid was constructed with the synthesized cDNA inserted therein. The processes therefor are 
schematically illustrated in Fig. 14. 

About 3 ug of the poly(A) RNA prepared as mentioned above and about 1.4 ag of the vector primer 
; were dissolved in 22.3 Ul of 50 mM Tris-HCl <pH 8.3> containing &mM MgCI,, 30 mM KCI. 03 mM DTT, 2 
mM each dNTP (dATP. dTTp. dGTP, dCTP) and 10 units of rlbonuclease Inhibitor (P-L Blochemicals) and. 
after addition of 10 units of reverse transcriptase, incubation was carried out at 41 C for 90 minutes for the 
synthesis of DNA complementary to the mRNA. The reaction mixture was subjected to V**™^™ 0 ™ 10 ™ 
extraction and then to ethanol precipitation, whereby the vector primer DNAw* an RNA-DNA double 
strand added thereto was recovered. This ONA was dissolved in 20 ul of TdT buffer containing 66 UM 
dCTP and 0.2 ug of poly(A) and. after addition of 14 units of TdT (P-L Blochemicals). incubatoon was 
conducted at 37* C for 2 minutes for addition of an oligo(dC) chain (about 20-mer) to the 3 terminus of the 
cDNA. The reaction mixture was subjected to phenol-chloroform extraction and then to ethanol precipitation, 
whereby the cDNA-vector primer DNA with the (dC) chain added thereto was recovered. This DNAmi 
dissolved in 400 ul of 10 mM Tris-HCl (pH 7.5) containing 6 mM MgCIa and 60 mM NaCI and. after addition 
of 20 units of Hindlll. incubation was performed at 37* C for 2 hours for cleavage at the Hindlll site. The 
reaction mixture-was subjected to phenol-chloroform extraction and then to ethanol precipitation to give 0.5 
picomole of a (dC) chain-added cDNA-vector primer DNA. A 0.2-picomole portion of me DNA and 0^4 
oicomole of the above-mentioned linker DNA were dissolved in 100 ul of 10 mM Tris-HCl (pH 7.5 
containing 0 1 M NaCI and 1 mM EDTA and the solution was incubated at 65 C for 10 minutes, then at 
42* C for 25 minutes and finally at 0* C for 30 minutes. The reaction mixture was adjusted to a final vc ferns 
of 1 000 ul such that the final solution contained 20 mM Tris-HCl (pH 7.5). 4 mM MgCfe, 10 mM I (NH* - 
,Sol 01 M KCI and 0.1 mM 0-NAD. To this reaction mixture was added25 units of Escherichia coli- 
derived DNA ligase (New England BioLabs). Incubation was conducted at 1 1 C for 18 hours^ The reaction 
mixture was supplemented with each dNTP (40 UM) and 0-NAD (to a final concentration of 0.15 mM) and 
after addition of 10 units of Escherichia coli-derived DNA ligase, 20 units of Escherichia coll-denved DNA 
Dolvmerase I (P-L Blochemicals) and 10 units of Escherichia coli-derived ribonuclease H (P-L Blochem- 
icals). incubation was carried out at 12' C for 1 hour and then at 25 C for 1 hour. The reactions mentioned 
above resulted in circularization of the cDNA-containing recombinant DNA and DNA substitution for the 
RNA portion of the RNA-DNA double strand to give a completely double-stranded recombinant plasmid. 

(3) Selection of hG-CSF cDNA-containing recombinant DNA: 

The recombinant plasmid obtained as described above in (2) was used to transform Escherichia coli 
C600 SF8 by the method of Scott at al. [K. Shigesada: Saibo Kogaku (Cell Technology), 2. 616 (1983)]. 
About 8.200 colonies obtained were fixed on nitrocellulose filters. Two strains capable of strongly hybridiz- 
ing at 60* C with the »P-labeled probe prepared by labeling of a synthetic 27-base DNA 
s'-ACCCCCCTGGGCCCTGCCAGCTCCCTG-3' corresponding to the N-terminal nine amino acids of the 
mature hG-CSF protein isolated by Nagate et al. [Nature. 319. 415 (1986)] ware selected by the Grunstein- 
Hogness method Proc. Natl. Acad. Sci. USA. 72, 3961 (1975)]. The whole base sequence of the cDNA in 
s the plasmids pCSF1-2 and pCSF2 harbored by these strains was determined by the dideoxy sequencing 
method using M13 phage. As a result, the cDNA contained in pCSFl-2 and pCSF2 was found to be one 
coding for hG-CSF. A microorganism harboring the plasmid pCSF1-2 and a microorganism harboring the 
plasmid pCSF2 have been deposited with the Fermentation Research Institute under the designations of 
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Escherichia coll ECSF1-2 (deposit number FERM BP-1220) and Escherichia coli ECSF2 (deposit number 
PERM BP-2073) In accordance with the Budapest Treaty. 



Reference Example 5 



JO 



Construction of recombinant plasmld pTrS33: 



(1) Construction of ATQ vector pTrS20: 

, 5 An ATQ vector. P TrS20. containing the SO sequence and ATG initiation codon separated from each 
other by 14 bases and having a Sacl site Immediately behind the ATQ codon was constructed by the 

■ °^Tul 'of %£o prepared by the method described in JP-A-58-1 10600 or US^atent 4.686 191 
was dissolved in 30 ul of Y-100 buffer, 6 units each of the restriction enzymes Banlll and Nrul (new England 

20 BioLabs) were added, and cleavage was effected at 37* C for 3 hours. About 0.5 ug of a "^""£8 
DNA fragment about 3.8 Kb in size (Banlll-Nrul fragment) was recovered from the reaction mixture by the 

Separately, for providing an ATQ initiation codon downstream from Ptrp. the following DNA linker was 
synthesized by the phosphotriester method: 



30 



B an ID 



Hindi 



T aC 



Sac I 1 



5' -ICG AT AlA 
?HT A T T C 



G C 



Met 

TTATGAGCT 

AlA T A CTCGA 
i i 



C G 
G C 



ru I 



- 3' (19-mer) 

- 5' (17-mer) 



35 



40 



45 



The synthetic 19-mer and 17-mer DNAs (each 10 picomoles) were dissolved in a total volume of 20 ul of 
50 mM Tris-HCi (pH 7.5) containing 10 mM MgCI 2 . 5 mM dithiothreitol, 0.1 mM EDTA and 1 mM ATP. 3 
units of T4 polynucleotide kinase (Takara Shuzo) was added, and phosphorylation was carried out at 37 C 

^TiToTuo of the pKYP-10-derived Banlll-Nrul fragment (about 3.8 kt» obtained as described above 
and about 0.5 picomole of the above ONORkrwere dissolved in 20 ul of T4 ligase buffer, 2 units of T4 
DNA ligase was further added, and ligation was performed at 4' C for 18 hours. 

The thus-obtained recombinant plasmid mixture was used to transform Escherichia coh HB101 [Bolivar 
et al - Gene 2 75 (1977)1 and Ap' colonies were obtained. One of these colonies was cultured and the 
plasmid DNA "was recovered from cultured cells. The structure of the plasmid obtained was confirmed by 
agarose gel electrophoresis following cleavage with the restriction enzymes EcoRI. BantU. HindlH. Sacl and 
Nrul This plasmid was named P TrS20 (Fig. 18). The base sequence in the vicinity of the Banll and hbndlU 
Sites of pTrS20 was confirmed by the dideoxy sequencing method using M13 phage to be as folows: 



SD. 

sequence 



SaUG GTATl££ATA 



I ABHTT ATG^ASO CG|CGA 



(2) Construction of pTrS33: 
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About 3 ug of the pTrS20 plasmid DNA obtained as mentioned above was dissolved in 30 Ul of Y-0 
buffer, 12 units of Sad was added, and digestion was carried out at 37* C for 2 hours. Then. 1.5 ul of 2 M 
NaCI and 10 units~oTPstl were further added and digestion was effected at 37 'C for 2 hours. After 10- 
minute heat treatment~aT65* C. a DNA fragment about 1.15 kb in size was purified by the AFT method. 
Separately. 2 ug of pKYP26 prepared by the method described In JP-A-62-48699 corresponding to EP-A-0 
214 555 [a pKYP26-carrying strain of Escherichia coli has been deposited with the Fermentation Research 
Institute under the designation EschericNa" coJ7KYP26 (deposit number FERM BP-863) in accordance with 
the Budapest Treaty] was dissolved in 30 ul of Y-100 buffer, 8 . units of Pstl and 10 units of Bam HI were 
added, and digestion was effected at 37 *C for 2 hours. After 10-minute heat treatment at 65C. a DNA 
fragment about 1.7 kb in size was purified by the AFT method. Further, separately. 2 ug of the 
Ml3mp18RF DNA [Norrander, J. et aJ.; Gene, 26, 101 (1983); the M13mp18RF DNA was obtained from 
Takara Shuzo] was dissolved in 30 ul of Y-0 buffer, 10 units of Sacl was added, and digestion was 
conducted at 37* C for 2 hours. After addition of 1.5 Ul of 1 M NaCI and 10 units of Clal, digestion was 
further carried out at 37* C for 2 hours. After 10-minute heat treatment at 65* C. a DNA fragment about 0.65 
kb in size was purified by the AFT method. Separateiy from these, the two synthetic DNAs (43 bases and 
45 bases) shown below were synthesized using an Applied Biosystems model 380A DNA synthesizer and 
individuaily subjected to s'-phosphorylation by the method mentioned above. 

(43 bases) 

5 ' -CGATAAGCTTATGATATCCAACGTCGACGACGGCGTCGAACCATGGCCG- 3 1 

3 * -TATTCGAATACTATAGGTTGCAGCTGCTGCCGCAGCTTGGTACCGGCCTAG-5 1 

( 45 bases) 



The thus-obtained pTrS20-derived 1.15 kb DNA fragment (about 0.1 ug), pKYP26-derived 1.7 kb DNA 
fragment (about 0.1 ug). M13mp18-derived 0.65 kb DNA fragment (about 0.05 ug) and 5 -phosphorylated 
synthetic ONAs (each 1 picomote) were dissolved in 20 ul of T4 ligase buffer, 50 units of T4 DNA ligase 
was added, and ligation was carried out at 4* C for 18 hours. 

The thus-obtained recombinant plasmid mixture was used to transform Escherichia coli MM294. The 
plasmid pTrS33 was isolated from one of the Ap-resistant transformant strains obtained. Structural analysis 
by restriction enzyme digestion and sequencing by the dideoxy method confirmed that pTrS33 had the 
• desired structure (cf. Fig. 19). 

Reference Example 6 



Construction of plasmid pTerm2; 



About 2 ug of the pKYP26 plasmid DNA (JP-A-62-48699) was dissolved in 30 Ul of 10 mM Tris-HCi (pH 
8.0) containing 75 mM NaCI. 7 mM MgCI 2 and 6 mM 2-mercaptoethanoi, 16 units of Asp718 (Boehringer 
Mannheim) and 10 units of Pstl were added, and digestion was effected at 37' C for 2 hours. After 10- 
minute heat treatment at 65"c", a DNA fragment about 1.7 kb in size was purified by the AFT method. 
Separately, about 2 ug of the pTrS20 plasmid DNA obtained as described in Reference Example 5-(1) was 
dissolved in 30 ul of Y-100 buffer, 8 units of Pstl and 10 units of Nrul (Boehringer Mannheim) were added, 
and digestion was carried out at 37* C for 2 hours. After 10-minute heat treatment at 65* C, a DNA fragment 
about 1.5 kb in size was purified by the AFT method. Further, separately, the two synthetic DNAs (19 bases 
and 23 bases) shown in Fig. 20 were synthesized using' an Applied Biosystems model 380A DNA 
synthesizer and individually subjected to s'-phosphorylation by the method mentioned above. 

The thus-obtained pKYP26-derived 1.7Kb DNA fragment (about 0,1 ug), pTrS20-derived 1.15 Kb DNA 
fragment and two 5-phosphorylated synthetic DNAs (each 1 picomole) were dissolved in 20 ul of T4 ligase 
buffer. 50 units of T4 DNA ligase was added, and ligation was carried out at 4* C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coli MM294 to give Ap- 
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resistant strains. The plasmid ONA isolated from one of the transformants and named pTermZ was 
examined by structural analysis by restriction enzyme digestion and by sequencing by the dldeoxy method. 
It was confirmed that pTerm2 had the desired structure (cf. fig. 20). 



is 
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Reference Example 7 



Construction of recombinant plasmid pTSFlO: 



From cultured cells of Es cherichia coli C600 SF8 harboring the human t-PA cDNA-contalning plasmid 
PIPA7 obtained in Reference Example iTthere was prepared the ptPA7 DNA by the conventional method. 
About 2 ug of the ptPA7 DNA obtained was dissolved in 30 ul of Y-100 buffer. 8 units of the restrict ton 
enzyme Bglll was added, and digestion was effected at 37' C for 2 hours. After 10-mUurte he* ; tr^ent *t 
65* C a IRA fragment about 2.0 kb in size was purified by the AFT method. Separately, about 2 ag of the 
pTrS33 DNA (Reference Example 5) was dissolved in 30 ul of Y-100 buffer 10 units ot£ «*fcbon 
enzyme BamHI was added, and digestion was carried out at 37 C for 2 hours. After 10-mlnute heat 
20 treatmenfates* C. a DNA fragment about 2.8 kb in size was purified by the AFT method. _ 

The thus-obtained ptPA7-derived 2.0 kb DNA fragment (about 0.1 ug) and pTrS33-derlved 2.8 kb DNA 
fragment (about 0.1 ug) were dissolved in a total volume of 20 ul of T4 ligase buffer. 50 un.ts of T4 DNA 
llaase was added, and ligation was carried out at 4 C for 18 hours. 

9 T^e recombLit plasmid mixture obtained was used to transform Escherichia coli MM294 tc .give Ap- 
resistant strains. The plasmid DNA isolated from one of the transformants was named pTSFlO and 
subjected to structural analysis by restriction enzyme digestion. It was confirmed that this plasmid had the 
desired structure (cf. Fig. 21). 
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Reference Example 8 



Construction of recombinant plasmid pTA4: 



so 



About 3 ug of the pTSF1 0 plasmid DNA obtained In Reference Example 7 was dissolved in 30 ul of Y- 
0 buffer. 12 units of the restriction enzyme Kpnl was added, and digestion was effectec I at .37 C ^for 2 
hours Then. 1.5 ul of 3 M NaCI and 12 units tfthe restriction enzyme BstEII (New England BioLabs) were 
added, and digestion was further conducted at 60' C for 2 hours. Thereafter, a DNA fragment about 0.3 kb 
in size was purified by the AFT method. 

Separately. Escherichia coll IGHA2 (deposited with the Fermentation Research Insti tute unde ir the 
deposit number PERM BP^ Ofwas cultured and the pGHA2 plasmid DNA (JP-A-60-221091 ' « 
613) was prepared from cultured cells by the conventional method. About 2 ug of the pGHA2 DNA obtained 
was dissolved in 30 ul of Y-100 buffer. 8 units of Pstl and 8 units of Bglll were added, and digestion was 
effected at 37* C for 2 hours. After 10-minute heat treatment at 65 C. a DNA fragment about 0.75 kb in size 
was purified by the AFT method. „„ lrfVim 

Separately, about 3 ug of the ptPA7 DNA (Reference Example 1) was dissolved ,n 30 Ul of Y-150 
buffer. 10 units of Bglll was added, and digestion was effected at 37 C for 2 hours Then 12 unrts of BstEH 
was added and digestion was further conducted at 60 C for 2 hours, followed by purification of a ONA 
fragment about 1.55 kb in size using the AFT method. .^i^in 

Further, separately, about 2 ug of the P Term2 DNA obtained in Reference Example 6 was dissolved In 
30 Ul of Y-0 buffer. 12 units of Kpnl was added, and digestion was carried out at 37 C for 2 hours. THen. 
1 5 Ul of 2 M NaCI and 8 units oTPstl were added and digestion was further effected at 37 C for Z hours, 
followed by purification of a DNA fragment about 1 .7 kb in size using the AFT method. 

The thus-obtained four DNA fragments (0.03 ug of the pTSF10-derlved fragment. 0.05 ug of the 
pQHA2-derived fragment. 0.1 ug of the ptPA7-derived fragment and 0.1 ug of the P Term2-der.ved 
fragment) were dissolved in 20 Ul of T4 ligase buffer. 200 units of T4 DNA ligase was added, and ligation 
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was carried out at 4* C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coU MM294 to give Ap- 
resistant strains. The plasmid DNA isolated from one of these transformants was named pTA4 and 
subjected to structural analysis by restriction enzyme digestion. It was confirmed that pTA4 had the desired 
structure (cf. Fig. 22). 



Reference Example 9 



Construction of t-PA expression plasmid pSElPA1SE1dhfr1-9A: 



(1) Construction of recombinant plasmid pAGE1G5M: 

Escherichia coli HB101 harboring the plasmid pAGE28 constructed by the present inventors [Mizukami 
et al.: J.- Biochern7t01. 1307-1310 (1987)1 was cultured and the pAGE28 DNA was prepared from cultured 
cells by the conventional method. About 2 ug of the. pAGE28 ONA obtained was dissolved in 30 Ul of Y-100 
buffer, 8 units of Xhol and 12 units of Seal were added, and digestion was effected at 37* C for 2 hours. 
After 10-minute hiaTtreatment at 65' C, a DNA fragment about 2.8 kb in size was purified by the AFT 
method. Separately, Escherichia coli HB101 harboring the plasmid pAGE103 constructed by the present 
inventors [Mizukami et ai.: J. Biochem., 101_, 1307-1310 (1987); FEFLM BP-1312] was cultured and the 
pAGE103 DNA was prepared from cultured cells by the conventional method. About. 3ug of the pAGE103 
DNA obtained was dissolved in 30. ul of Y-100 buffer, 10 units of EcoRI was added, and digestion was 
conducted at 37* C for 2 hours. A DNA fragment was recovered by ethanol precipitation following phenol- 
chloroform extraction. This DNA fragment was dissolved in a total volume of 40 ul of polymerase buffer, 6 
units of the Klenow fragment was added, and reaction was carried out at 15* C for 1 hour, whereby the 
EcoRI cohesive ends were converted to blunt ends. The reaction was terminated by phenol-chloroform 
extraction, the DNA fragment was recovered by ethanol precipitation. This DNA fragment was dissolved in 
30 ul of Y-100 buffer, 12 units of Xhol was added, and digestion was performed at 37* C for 2 hours. After 
10-minute heat treatment at 65* C, a- DNA fragment about 0.4 kb In size was purified by the AFT method. 
Furthermore, Escherichia coli HB 101 harboring the plasmid pKCR constructed by O Hara et al. [Proc. Natl. 
Acad. Sci. USA. 78, 1527 (1981)] was cultured and the pKCR ONA was prepared from cultured ceils by the 
conventional method. About 2 ug of the pKCR DNA obtained was dissolved in 30 ul of Y-150 buffer, 12 
units of BamHI and 16 units of Sail were added, and digestion was carried out at 37* C for 2 hours. After 
phenol-chioroform extraction, a DNA fragment was recovered by ethanol precipitation. This DNA fragment 
was dissolved in a total volume of 40 ul of polymerase buffer. 6 units of the Klenow fragment was added, 
-and reaction was carried out at 15* C for 1 hour, whereby the Bam HI cohesive end arid Sail cohesive end 
were converted each to a blunt end. After 10-minute heat treatment at 65* C, a DNA fragment about 1.85 kb 
in size was purified by the AFT method. 

The thus-obtained pAGE28-derived 2.8 kb DNA fragment (about 0.05 ug), pAGE103-derived 0.4 kb 
DNA fragment (about 0.03 ug) and pKCR-derived 1.85 kb DNA fragment (about 0.2 ug) were dissolved in 
20 ul of T4 ligase buffer, 300 units of T4 DNA ligase was added, and ligation was carried out at 4* C for 18 
hours. 

The thus-obtained recombinant plasmid mixture was used to transform Escherichia coli MM294 and 
kanamycln (hereinafter briefly referred to as Km)-resistant strains. The plasmid Isolated from one of these 
transformant strains was named pAGElOSM and subjected to structural analysis by restriction enzyme 
digestion. It was confirmed that pAGEl05M had the desired structure (cf. Fig. 23). 



(2). Construction of recombinant plasmid pAGEl06: 

About 2 ug of the pAGEt05M DNA obtained as described above was dissolved in 30 ul of Y-100 
buffer, 12 units of Seal was added, and digestion was carried out at 37 *C for 2 hours. After 10-minute heat 
treatment at 65* c7a"DNA fragment about 5.0 kb in size was purified by the AFT method. Separately, a 5 - 
phosphorylated EcoRI linker was prepared in the same manner as in Example 1 . 

The thus-obtained pAGE105M-derived 5.0 kb DNA fragment (about 0.1 ug) and 1 picomole of the 5- 



48 



EP 0 370 205 A2 



phosphorylated EcoRI linker were dissolved In 20 Ul of T4 Hgase buffer. 100 units of T4 DNA ligase was 
added, and ligation was carried out at 4* C for 18 hours. , „ m 

The recombinant plasmid mixture obtained was used to transform Escherichia coll MM294 and Km- 
resistont strains were obtained. The p.asm.d DNA iso.ated from one of ^^"^15^^ 
i named pAGEIOS. Structural analysis by restriction enzyme digestion confirmed that pAGE106 had the 
desired structure (cf. Fig. 24.). 

(3) Construction of t-PA expression plasmid pSE1PA1-5: 

° About 2 ug of the PAGE106 DNA obtained as described above was dissolved in , 30 ul o f Y-0 buffer,^ 
units of Konl was added, and digestion was conducted at 37 C for 2 hours Then. 1.5 ul of 2 M NaC and 
riSlTrl I were added and digestion was further carried out at 37 C for 2 hours After lO^.nute 
ea TAalSWc, a DNA fragment about 5.0 Kb in size was purified by ^^^^ 

,, about 3 ua of the ptPA7 plasmid DNA obtained in Reference Example 1 was dissolved in 30 ul of Y 0 
Set comainng 75 mM NaC 12 units of Fokl and 12 units of EcoRI were added, and digestion was 
eSed al I"' C for 2 hours.-Aner TO-m.nute-hTa. treatment at 65* cTa DNA fragment about 0.7 kb In size 
Tas puriL byVAFt method. Furthermore, the following two synthetic DNAs (21 bases « 12 . bases) 
were synthesized using an Applied Blosystems mode. 380A DNA synthes.zer and ,nd,v,dually 5- 

to phosphorylated by the method mentioned In Example 1. 

5'.— GATCCATGGATGCAATGAAGA —3' (21 bases) 

3' — GTACCTACGTTACTTCTCTCC -5' {2 l bases) 

2S 

The thus-obtained pAGE106-derlved 5.0 kb DNA fragment (about 0.1 ug) and ^-derived 0.7 kb 
DNA lament (about 0 1 ug) as well as the pTA4-derlved 1.4 kb EcoRI-J^nl fragment (about 0.05 ug) 
ZaS Nn to fefeni Exlple 8 and the two 5 -phosphory.ated synthetic DNAs obtained as described 
aSeach Tpfcomole) were disced in 20 ul of T4 ligase buffer. 50 units of T4 DNA ligase was added. 
30 and ligation was carried out at 4* C for 18 hours. tiuwi »h ifm 

The recombinant plasmid mixture obtained was used to transform Escherichia col. MM294 and Km- 
resii straps wTreob^ned. The plasmid DNA isolated from one of these transform^ strains was 
ZTpESii Structural anaJysis by restriction enzyme digestion as well as sequencing by the 
dideoxy method using M13 phage confirmed that pSE1PAl-5 had the desired structure (cf. F,g. 25). 

(4) Construction of t-PA expression plasmid pSElPA1-9: 

About 2 ug of the DSE1PA1-5 DNA obtained as described above was dissolved in 30 ul of Y-C I buffer 
40 12 untoof Ktonl was added, and digestion was carried out at 37 C for 2 hours. Then, after addibon of 15 
if of 5 U nK 8 units of Hindi... further digestion was carried out at 37 C for 2 Ihours After ^0-m,nute 
he* treatment at 65' C. a DN/Uragment about 5.0 kb In size was purified by the AFT method. Separately 
abolt 2 S of the P SE PA1-5 DNA was dissolved in 30 ul of Y-0 buffer. 12 units o Kpn was adde* and 
dfaestion w« effected at 37' C for 2 hours. Then. 1.0 ul of 2 M NaCI and 10 units of Ncol were ad ded and 
4S S ^gef«on was effected at 37' C for 2 hours. After 10-minute heat treatment at 65 C. jr DNA fragment 
about 49 kb In size was purified by the AFT method. Furthermore, the following four synthetic DNAs (47 
£2m 49 bases 49 bases and 47 bases; these synthetic DNAs constitute a part of 5 -nonfranslational 
Sn' o' theTpA cDNA) were synthesized using an Applied Biosystems mode. 380A DNA synthesizer and 
individually 5-phosphorylated in the same manner as mentioned In Example 1. 
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(47 bases) 

5' -AGCTT6AGATCCTACAGGAGTCCAGGGCTGG AGAGAAAACCTCTGCG- 3' 

3'-ACTCTAGGATGTCCTCAGGTCCCGACCTCTCTTTTGGAGACGCTCCTTT- 5' 

(49 bases) 
(49 bases) _ . 

5' -AGGAAAGGGAAGG AGCAAGCCGTGAATTTAAGG GACGCTGTGAAG CAAT- 3' 

. 3'-CCCTTCCTCGTTCGGCACTTAAATTCCCTGCGACACTTCGTTAGTAC-5' 

(47 bases) 

The thus-obtained pSE1PA1-5-derived 5.0 kb DNA fragment (about 0.1 ug) and pSElPA1-5-derived 4.9 
Kb DNA fragment (about 0.1 ug) as well as the four 5'-phosphorylated synthetic DNAs (each 1 picomole) 
were dissolved in 20 ul of T4 ligase buffer, 50 units of T4 DNA ligase was added, and ligation was carried 
out at 4* C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coli MM294 to give Km- 
resistant strains. The plasmid DNA isolated from one of these fransfonmant strains was named pSE1PA1-9. 
Structural analysis by restriction enzyme digestion and sequencing by the dideoxy method using M13 
phage confirmed that pSE1PAi-9 had the desired structure (cf. Fig. 26). 



(5) Construction of recombinant plasmid pUC19H (rendering Ap resistance gene portable): 

Escherichia coli HB101 harboring the plasmid DNA pUC19 constructed by Norrander et ai. [Norrander, 
J. et al.: Gene. 257101 (1983); the pUC19 plasmid DNA is available from Takara Shuzdl was cultured and 
the pUC19 DNAwas prepared from cultured cells by the conventional method. About 2 ug of the pUC19 
DNA obtained was dissolved in 30 ul of Y-50 buffer, 10 units of Hindlll and 1 unit of Dral were added, and 
digestion was performed at 37" C for 1 hour. This reaction resulted in complete digestion with Hindlll and 
partial digestion with Dral. After 10-minute heat treatment at 65* C, two ONA fragments, namely a Hindlll- 
Dra! fragment about 1.55 kb in size and a Drai-Hindlll fragment about 1.1 kb in size, were purified by the 
AFT method. Separately. 20 plcomoles of a Hindlll linker (CAAGCTTG; Collaborative Research) was 5 - 
phosphorylated by the method mentioned in Example 1 . . 

The thus-obtained pUCl9-derived 1.55 kb DNA fragment (0.03 ug) and 1.1 kb DNA fragment (0.03 ug) 
were dissolved, together with 1 picomole of the 5-phosphorylated Hindlll linker, in 20 ul of T4 ligase buffer, 
50 units of T4 DNA ligase was added, and ligation was carried out at 4" C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coli MM294 and Ap- 
resistant strains were obtained. The plasmid DNA isolated from one of these transformants was named 
pUC19H. Structural analysis by restriction enzyme digestion confirmed that pUC19H had the desired 
structure (cf. Fig. 27). 



(6) Construction of recombinant plasmid pSE1PA1-9A (insertion of Ap resistance gene into pSE1PA1-9): 

About 2 ug of the pUC19H plasmid DNA obtained as described above was dissolved in 30 ul of Y-50 
buffer, 8 units of Hindlll and 8 units of Pvuil were added, and digestion was conducted at 37" C for 2 hours. 
Following phenol-chloroform exatraction, a DNA fragment was recovered by ethanol precipitation. This DNA 
fragment was dissolved in a total volume of 40 ul of polymerase buffer. 6 units of the Klenow fragment was 
added, and reaction was carried out at 15* C for 1 hour for conversion of the Hindlll cohesive end to a blunt 
end. After 10-minute heat treatment at 65* C, a DNA fragment about 1.4 kb in size was purified by the AFT 
method. Separately, about 2 ug of the t-PA expression plasmid pSE1PA1-9 obtained as described above 
was dissolved in 30 ul of Y-150 buffer. 8 units of Xhol and 8 units of EcoRV were added, and digestion was 
effected at 37* C for 2 hours. After 10-minute heat treatment at 65* C, a DNA fragment about 5.9 kb in size 
was purified by the AFT method. Further, separately, about 3 ug of the pAGE28 plasmid prepared as 
described above was dissolved in 30 ul of Y-150 buffer. 10 units of Xhol and 10 units of EcoRV were 
added, and digestion was carried out at 37* C for 2 hours. After 10-minute heat treatment at 65 C, a DNA 
fragment about 0.85 kb In size was purified by the AFT method. 

The thus-obtained pUC1 9H-derived 1.4 kb DNA fragment (about 0.1 ug). pSE1PA1-9-derived 5.9 kb 
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DNA fragment (about 0.1 ug) and pAGE28-derived 0.85 kb DNA fragment (about 0.05 ug) were dissolved in 
20 ul of T4 iigase buffer. 100 units of T4 DNA ligase was added, and ligation was carried out at 4 C for 18 

h ° U The recombinant plasmid mixture obtained was used to transform Escherichia coll MM294 and strains 
resistant to both Ap and Km were obtained. The plasmid DNA isolated from one of these transformant 
strains was named pSE1PA1-9A. Structural analysis by restriction enzyme digestion confirmed that it had 
the desired structure (cf . Fig. 28). 

A microorganism harboring the plasmid DNA pSE1PA1-9A has been deposited, since September 3, 
1987. with the Fermentation Research Institute under the designation Escherichia coli EhPA1-9A (deposit 
number FERM BP-1460) In accordance with the Budapest Treaty. 



(7) Construction of recombinant plasmid pSE1dhfr1A: 

About 2 ug of the pAGE106 plasmid DNA obtained as described above was dissolved in 30 ul of Y-50 
buffer 12 units of Asp718 (Boehringer Mannheim), and digestion was effected at 37 C for 2 hours. After 
phenol-chloroform enaction, a DNA fragment was recovered by ethanol precipitation. This DNA fragment 
was dissolved in a totai volume of 40 ul of polymerase buffer. 6 units of the Kienow fragment was added, 
and reaction was carried out at 15* C for 1 hour for conversion of the Asp718 cohesive ends to blunt ends. 
Then after phenol-chloroform extraction, the DNA fragment was recovered by ethanol precipitation and 
dissolved in a total volume of 30 ul of Y-150 buffer. 10 units of MM was added, and digestion was effected 
at 37 'C for 2 hours. After 10-minute heat treatment at 65 *C. a DNA fragment about 3.3 kb In size was 
purified by the AFT method. « OCJ . M flQ ^i 

Separately about 3 ug of the pSV2dhfr ptasmid DNA [Subramani et ah: Mol. Cell. Biol.. ± 854 (1981)3 
containing the dhfr gene was dissolved in 30 ul of Y-100 buffer, 12 units of Bglll was added, and digestion 
was effected at 37* C for 2 hours. After phenol-chloroform extraction, a DNA fragment was recovered by 
ethanol precipitation. This DNA fragment was dissolved in a total volume of 40 ul of polymerase buffer, 0 
units of the Kienow fragment was added, and reaction was performd at 15 C for 1 hour for converting the 
Bglll cohesive ends to blunt ends. After phenol-chloroform extraction, the DNA fragment was recovered by 
ethane! precipitation and dissolved in a total volume of 30 ul of Y-100 buffer, 12 units of Hindlll was added, 
and digestion was conducted at 37' C for 2 hours. After 10-minute heat treatment at 65 C. a DNA fragment 
about 0.75 kb in size was purified by the AFT method. Further, separately, about 3 ug of the pSE1PA1-9A 
Dlasmid DNA obtained as described above was dissolved in 30 Ul of Y-100 buffer, 12 units of Hindlll was 
added, and digestion was carried out at 37*C for 2 hours. Then. 1.5 ul of 1 M NaCI and 12 units of Mlul 
were added, and digestion was further conducted at 37* C for 2 hours. After 10-minute heat treatment at 
65 ' C. a DNA fragment about 2.9 kb in size was purified by the AFT method. 

The thus-obtained pAGE106-derived DNA fragment (about 0.1 ug). pSV2dhfr-derived DNA fragment 
(about 0.03 ug) and pSE1PA1-9A-derived DNA fragment (about 0;1 ug) were dissolved in 20 ul of T4 ligase 
buffer 100 units of T4 DNA ligase was added, and ligation was carried out at 4 C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coli MM294 and Ap- 
reslstant strains were obtained. The plasmid DNA isolated from one of these transformant strains was 
named pSE1dhfr1A. Structural analysis by restriction enzyme digestion confirmed that it had the desired 
structure (cf . Fig. 29). 



(8) Construction of recombinant plasmid pSE1PAlSEtdhfr1-9A: 

About 3 ug of the pSE1dhfr1A plasmid DNA obtained as described above was dissolved in 30 ul of Y- 
100 buffer, 12 units of Xhol was added, and digestion was effected at 37 C for 2 hours. After phenol- 
chloroform extraction, a "DNA fragment was recovered by ethanol precipitation. This DNA fragment was 
dissolved in a total volume of 40 ul of polymerase buffer, 6 units of the Kienow fragment was added, and 
reaction was carried out at 15 *C for 1 hour, whereby the Xhol cohesive ends were converted to blunt 
ends Then, after phenol-chloroform extraction, the DNA was recovered by ethanol precipitation and 
dissolved in a total volume of 30 ul of Y-150 buffer, 12 units of Mlul was added, and digestion was 
performed at 37* C for 2 hours. After 10 minute heat treatment at 65~ a DNA fragment about 4.4 kb in 
size was purified by the AFT method. 

Separately, about 3 ug of the pSE1PA1-9A plasmid DNA obtained as described above was dissolved in 
30 Ul of Y-50 buffer. 12 units of Clal was added, and digestion was effected at 37 C for 2 hours. After 
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• phenol-chloroform extraction, a DNA fragment was recovered by ethanl precipitate Th«s DNA fragment 
was dissolved in a total volume of 40 Ul of polymerase buffer. 6 units of the Klenow fragment 
and reaction was carried out at 15* C for 1 hour, whereby the Clal cohesive ends were rendered blunt 
Then, after phenol-chloroform extraction, the DNA fragment was recovered by ethanol ^ e «° n an ^ 
dissolved in 30 ill of Y-150 buffer, 12 units of Mlul was added, and digestion was conduc ed at 37 C for 2 
hours. After 10 minute heat treatment at 65*cTa DNA about 6.75 kb in size was punfied by the AFT 

met Th d e thus-obtained oSEIdhfrlA-derived DNA fragment (about 0.1 ug> and pSE1 PA1-9A-derived DNA 
fragment (about 0.1 ug) were dissolved in 20 ul of T4 ligase buffer, 100 units of T4 DNA ligase was added, 
and ligation was carried out at 4* C tor 18 hours. MMOQA . . 

The recombinant plasmid mixture obtained was used to transform Escherichia coli MM294 and Ap- 
resistant strains were obtained. The plasmid DNA isolated from one of these transformant ^.ns was 
named P SE1PA1SE1dhfr1-9A. Structural analysis by restriction enzyme digestion confirmed that it had the 
desired structure (cf. Fig. 29). 

Reference Example 10 



20 



30 



Construction of hG-CSF expression plasmid pAS3-3: 
(Cf. Rg. 30 and Fig. 31) 



(1) Consturction of recombinant plasmid pCSF3-3: 



A 2-ug portion of pCSF2 obtained In Reference Example 4 was dissolved in 20 ul of Y-150 buffer. 10 
units of the restriction enzyme Sail was added, and digestion was effected at 37 C foi 2 hours. Then 5 
units of the restriction enzyme A^aLI was added and partial cleavage was effected at 37 C for 10 minutes. 
About 1.5 ug of a DNA fragmenTabout 4.0 kb in size (Sall-ApaU fragment) was isolated from the reaction 

35 mixture by the LGT method.- 

Separately, for preparing a cDNA containing the whole hG-CSF translation region, the following three 

DNA linkers were synthesized: 



so 
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Sail. 

.vTtCGACGGAGCCTGCAGCCCAGCCCCACCC- 3' (29mer) 
3^GCCTCGGACGtCGGGTCGGGGTGGGTCTGGG- 5' (3imer) 



Signal sequence 



. HetAUGlyProAlaThrGlnSerPro 
5'-AGACC£AIGGCTGGACCTGCCACCCAGAGCCC-3' <32n>er) 
3'-TAGCGACCTGGACGGTGGGTCTCGGGGTAC-5' OOmer) 



" ApaL I 

-20 -10. I 

HetlysleuMetAlaleuGlnleuLeuleiiTrpHisSer 

5--CATGAAGCTGATGGCCCTGCAGCTGCTGCTGTGGCACAGL- 3' 39mer 

3'-TTCGACTACCGGGACGTCGACGACGACACCGTGTCACGTl- 5'(39mer) 

The above single-strand DMAs, namely the 29-mer. 31-mer. 32-mer. 30-mer and 39-mers (two kinds) 
were synthesized using an Applied Blosystems model 380A DNA synthesizer. The 23 -mer and 31 i-met 
cTplemTn^o Mother (^tch 20 picomo.es, were dissolved in 40 ul of T4 kinase buffer, 6 iunits d ^T4 
^nucleotldV kinase was added, and phosphorylation was effected at 37 C for 60 m.nutes.^The 32-mer 
2S ISS^SZiZf to e«h other a, we., as the two 39-mers comp.ementary to each other were 

^TeTs^etr^^fragrnent obta.ned as described above (about 4.0 kb; 0, ug) was 
dissotved in 30 ufof T4 DNA^gase buffer, the above three DNA linkers (each 2 p.como es) were added 
td after farther addftion of 400 units of T4 DNA ligase. ligation was conducted at 4 C for 18 hours. 

'C Si mixture was used to transform Escherichia coli HB101 and Ap-resistant strains were 
a twI n.«Z i DnT isolated from one o f the transfo rms strains was subjected to structural 
25E ^JS^SS^nm. thus confirmed that the p.asm.d was the desired one. 
namely pCSF3-3. 

(2) Construction of hG-CSF expression plasmid pSE1GC3-3: 

PGSF3-3 (3ug) obtained as described in the preceding section was dissolved in 40 Ul °* ™ b^e£ 10 
units of the restrict^ enzyme Dral was added, and digestion was conducted at 37 C or 2 rwurs _NaCI 
was added to an NaCI concentraTon of 150 mM. 10 units of the restriction «yme was added, and 
cleavage was further effected at 37* C for 2 hours. About 0.6 ug of a DNA fragment about 0.7 kb .n s.ze 
/Oral-Sail fraoment) was isolated from the reaction mixture by the LGT method. \ n 
— SeFaratTl ug oTpAGElOO obtained in Reference Example 9 was dissolved in 30 ul of Y-0 buffer 10 
unit f o?Sma was aided and cleavage was effected at 37* C for 2 hours. Then. Nad was added to a final 
£S conSa^on of 150 mM and after further addition of 10 units of ^ Ml£»£ 

was carried out at 37* C for 2 hours. About 1.5 ug of a DNA fragment about 5.0 kb in s.ze Smat-Sall. 
fragment) was recovered from the reaction mixture by the LGT method. 

Then about 0.6 ug of the pCSF3-3-derived Dral-Sall fragment (about 0.7 kb) and about 1.0 ug of the 
pAol££££d SmahSall fragment (about 5.0 kb). eich obtained as described above, were dissolved ,n 
25 ul of T4 DNA ligaTe buffer. 400 units of T4 DNA ligase was added, and ligat.cn was earned out at 4 C 

** ^Taction mixture thus obtained was used to transform Escherichia coli HB101 and Assistant 

strains we^e obtained. The plasmid isolated from one of these transforms was subbed 

anSL by restriction enzyme cleavage. As a result. It was confirmed that it was the des.red plasrmd DNA. 

namely pSE1GC3-X 
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(3) Construction of hG-CSF expression plasmid pAS3-3: 

pCfTAt (5 ug; of. Reference Example 15) was dissolved in SO ul of Y-100 buttery U >untts each of the 
restriction enzymes Hlndlll and BamHI were added, and digestion was conducted at 37 C for 2 hours. 
FroTtte S mixture was Obtained 1 ug of a DNA fragment -»»M* ■* * ' « ^ffiSSo 
fraament) by the LGT method. This 1.6 kb DNA fragment (1 ug) was dissovled in 50 ul of Y-100 buffer. 10 
LnToTL reliction enzyme Ddel (Toyobo) was added, and digestion was effected at 37 C 'or 2 hours 
After phenol-chloroform extractloVbNA was recovered by ethanoi P^naon. It was d.sso ved n30 i* o 
KtonJw buffer. 2 units of DNA polymerase I Klenow fragment was added, and reaction was carried ou at 
37° C for 1 1 hour. After Inacttvation of DNA polymerase . Klenow fragment by 10 minu * "^-""J * 
68- C. DNA was recovered by ethaool precipitation. The DNA recovered was dissotved .n 20 i Ul of K-50 
buffer 10 units of the restriction enzyme AatJI (Toyobo) was added, and cleavage was carried out at 37 C 
lof^'hours About : 0.1 ug of a DNA fragment about 0.2 kb in size (Ddel (blunt end)-Aatfl fragment] was 
obtained from the reaction mixture by the LGT method. ., . .„ „ n .,, 

Seoaratelv 2 ug of P SElGC3-3 obtained as described in the proced.ng section was dissolved m 20 U 
of K-50 bufferVlO units of the restriction enzyme Aatil (Toyobo) was added, and digestion was performed at 
of K SO bufter. to umra _ e ^ ^ ^ ^ digestion wa3 furthe r 

conduced at 37^ C S 2 hours, About 0.1 ug of a DNA fragme"^* 0.B kb in size (Aatii-ttK,, fragment) 
was obtained from the reaction mixture by the LGT method. ._,„„, 

Separately 2 ug of P SE1PAlSE1dhfr1-9A obtained In Reference Example 9 was dissolved In 20 Ul of 
Y-0 buSeTto unrts'ot the restriction enzyme Smal was added, and digestion was effected at 37 C for2 
hours T^en NaCI was added to an NaCI concinFation of 100 mM, 10 units of the restrcbon enzyme Xho 
wts added^and digestion was further conducted at 37* C for 2 hours. About 1 ug of a DNA fragment about 
8 7 kb in size (Smal-Xhol fragment) was obtained from the reaction mixture by the LGT method. 

T^e pC^Kr^ Ddel (blunt end)-Aati. fragment (about 0.2 kb; about 0.1 ug). pSE1 GC3-3-der.ved 
AatlSho? fragment (abouTo.8 kb; about <U ug) and pSE IPAISEIdhfrl -9 Arrived gr^o. fragment 
7abouT87 kb- about 1 ug) respectively obtained in the above manner were dissolved in 30 ul of T4 DNA 
taase Sil. "40? untts *T4 DNA ligase was added, and ligation was carried out at 4 C for 18 hours. The 
So^ofe. mixture was used" to transform Escherichia col. HB101 and Ap-resisten J-s -re 
obtained. The piasmid isolated from one of these transformant strams was analyzed or its^ stnjcture by 
restriction enzyme cleavage and. as a result, it was confirmed that it was the plasma DNA hav.ng the 
desired structure, namely pAS3-3. 



Reference Example 1 1 



Construction of recombinant plasmid pUKA2: 

to 

The pUK1 DNA was prepared by a conventional method from Escherichia coll C600 SF8 harboring the 
human pro-UK cDNA-containing plasmid pUK1 obtained in Reference Example 2. About 2 ug of the pUKI 
DNA obtained was dissolved in 30 ul of Y-100 buffer. 8 units of the restriction enzyme ^ Nco. and 8 units of 

« Stul were added, and digestion was carried out at 37'C for 2 hours. After 10-m.nute heat treMment at 
IT C. a DNA fragment atLt 1.2 kb in size was purified by the AFT method. Separately ^about : a I us of the 
P TrS33 plasmid DNA obtained in Reference Example 5 was dissolved .n 30 ul of 10 mM Tns-HCI ( P H 7.5) 
containing 25 mM KCI, 7 mM MgCI* and 6 mM 2-mercaptoethanol (hereinafter such buffer will be refeKed 
to as "K-25 buffer"). 16 units of the restriction enzyme Smal was added, and d.gest.on was performed at 

so 3D* C for 2 hours. Then. 1.5 ul of 1M NaCI and 10 units of Ncol were added and diges tiorr Jurthe^ 
conducted at 37* C for 2 hours. After 10-mlnute heat treatment at 55 C. a DNA fragment about 2.85 kb ,n 
size was purified by the AFT method. . 

The frus-obtained pUKI^erived 1.2 kb DNA fragment (about 0.05 ug) and pTrS33-der,ved 2.85 kb 
DNA fragment (about 01 ug) were dissolved in a total volume of 20 ul of T4 ligase buffer. 100 un.ts of T4 

« DNA linasa was added and liqation was carried out at 4 C for 18 hours. 

ThHecrb?a^ piasmid 9 mixture obtained was used to transform Escherichia coii MM294 and /£ 
resistant strains were obtained. The DNA isolated from one of these tran sformant stains , was Q "^ d 
and analyzed for its structure by restriction enzyme digestion and It was confirmed that pUKA2 had the 
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desired structure (cf. Fig. 32). 

Reference Example 12 

s 

Construction of recombinant plasmid pUKB101: 

W About 2 uo of the pUKA2 plasmid DNA obtained as described above was dissolved in 30 til of Y-0 
buffer 12 units of the restriction enzyme Kpnl was added, and digestion was carried out at 37 C for 2 
hours' Then 1 5 ul of 2 M NaCI and 10 units of Ncol were added, and digestion was further conducted at 
37* C for 2'hours. After 10-minute heat treatment at 65* C f a DNA fragment about 1.2 kb in size was 

15 purified by the AFT method. Separately, about 2 ug of the P TrS33 plasmid DNA obtained in Reference 
Example 5 was dissolved in 30 ul of K-25 buffer, 16 units of Smal was added, and digestion was performed 
at 30* C for 2 hours. Then, 1.5 ul of 2 M NaCI and 10 units~oTPstl were added, and digestion was further 
conducted at 37* C for 2 hours. After 10-minute heat treatment at 65 * C. a DNA fragment about 1.15 kb In 
size was purified by the AFT method. Further, separately, about 2 ug of the P Term2 plasmid DNA obtained 

zo in Reference Example 6 was dissolved in 30 ul of Y-0 buffer, 12 units of Kpnl was added, and digestion 
was performed at 37* C for 2 hours. Then, 1.5 ul of 2 M NaCI and 10 units of Pstl were added, and 
* digestion was further carried out at 37* C for 2 hours. After 10-minute heat treatment at 65 C, a 0NA 
fragment about 1.7 kb in size was purified by the AFT method. In addition, the following two synthetic DNAs 
(41-mer and 45-mer) were synthesized using an Applied Biosystems model 380A DNA synthesizer. 

25 5 -GGGAATQQTCACTTTTACCGAGGAAAGGCCAGCACTGACAC-3 (41mer) 

S'-CCCTTACCAGTGAAAATGGCTCCTTTCCGGTCGTGACTGTGGTAOS (45mer> 

These synthetic DNAs (20 plcomoles each) were individually phosphorylated at the 5 end by carrying out 
phosphorylation in 20 Ul of T4 kinase buffer In the presence of 5 units of T4 polynucleotide kinase at 37 C 

for 30 minutes. _, . „ 4ir . . nKIA 

30 The thus-obtained pUKA2-derlved 1.2 kb DNA fragment (about O.05 ug). pTrS33-denved 1.15 kb DNA 
fragment (about 0.05 ug), pTerm2-derived 1.7 kb DNA fragment (about 0.05 ug) and two 5 -phosphorylated 
synthetic DNAs (1 picomole each) were dissolved in a total volume of 20 ul of T4 ligase buffer, 300 units of 
T4 DNA ligase was added, and ligation was carried out at 4* C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coli MM294 and Ap- 
35 resistant strains were obtained. The plasmid DNA isolated from one of these transformants were named 
PUKB101. Structural analysis by restriction enzyme digestion and base sequence determination by the M13 
dideoxy sequencing method confirmed that pUKBlOl had the desired structure (cf. Fig. 33). 

40 Reference Example 13 



Construction of human pro-UK expression plasmid pSElUKproMA: 

45 

(1) Construction of recombinant plasmid pUKF2: 

About 3 ug of the pUK1l plasmid DNA obtained in Reference Example 3 was dissolved in 30 ill of Y- 
so 100 buffer 12 units of Ncol and 12 units of Hindlll were added, and digestion was carried out at 37 C for 2 
hours After 10-minute TSat treatment at 65~C, a DNA fragment about 0.45 kb in size was purified by the 
AFT method. Separately, about 2 ug of the pUKA2 plasmid DNA obtained in Example 11-(1) was dissolved 
in 30 ul of Y-0 buffer, 10 units of Kpnl was added, and digestion was effected at 37 C for 2 hours. Then, 

1 5 ul of 2 M NaCI and 10 units of Ncol were added, and digestion was further conducted at 37 C for 2 
55 hours. After 10-minute heat treatment 65" C, a DNA fragment about 1 .2 kb in size was purified by the 

AFT method. Further, separately, about 2 ug of the pTerm2 plasmid DNA obtained in Reference Example 6 
was dissolved in 30 ul of Y-0 buffer. 10 units of Kpnl was added, and digestion was carried out at 37 C for 

2 hours Then 1 5 ul of 2 M NaCI and 8 units of Hindlll were added, and digestion was further performed at 
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37* C (or 2 hours. After 10-minute heat treatment at 65* C, a DNA fragment about 2.85 kb in size was 
purified by the AFT method. 

The thus-obtained pUK1 1 -derived 0.45 kb- DNA fragment (about 0.02 ug), pUKA2-derived 1.2 kb DNA 
fragment (about 0.05 .ug) and pTerm2-derived 2.85 kb fragment (about 0.05 ug) were dissolved in a total 
volume of 20 ul of T4 ligase buffer, 50 units of T4 DNA ligase was added, and ligation was effected at 4*C 
for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coli MM294 and Ap- 
resistant strains were obtained. The plasmid DNA isolated from one of these transformants was named 
pUKF2. Structural analysis by restriction enzyme digestion confirmed that pUKF2 had the desired structure 
(cf. Fig.34). 



(2) Construction of recombinant plasmid pUKfpro: 

About 2 ug of the pUKF2 plasmid DNA obtained in the above manner was dissolved In 30 ul of Y-0 
buffer containing 25 mM NaCl t 10 units of BssHII (new England BioLabs) was added, and digestion was 
performed at 50* C for 2 hours. Then. 1.0 ul of 2 M NaCI and 10 units of Hindlllwere added and digestion 
was further conducted at 37* C for 2 hours. After 10-minute heat treatment at 65* C, a DNA fragment about 
4.3 kb in size was purified by the AFT method. Separately, the following six synthetic DNAs {39-mer, 41- 
mer. 41-mer. 39-mer, 17-mer. 17-mer) were synthesized and then phosphorylated at the 5 end in the same 
-manner as mentioned above. 

5'-AGCTTGTCCCCGCAGCGCCGTCGCGCCC-TCCTGCCGCAG- 3' (39mer) 

3'-ACAGGGGCGTCGCGGCAGCGGGCGAGGACGGCGTCCGGTGG- 5' 

Ulmer) 

S'-GCCACCGAGGCCGCCGCCGTCTAfiCGCCCCGACCTCGCCAC- 3' Ulmer) 

3'-CTCCGGCGGCGGCAGATCGCGGGGCTGGAGCGGTGGTAC- 5' 

(39raer) 

5'-CAT'G AGA GCC CTG CTG G-3' (17mer) 
3'-TCT CGG GAC GAC C GCGC— 5' (17mer) 

The thus-obtained. pUKF2-derlved 4.3 kb DNA fragment (about 0.1 ug) and six s'-phosporylated 
synthetic DNAs (1 picomole each) were dissolved in a total volume of 20 Ul of T4 ligase buffer, 300 units of 
T4 DNA ligase was added, and ligation was carried out at 4* C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coli MM294 and Ap- 
resistant strains were obtained. The plasmid DNA isolated from one of these transformants was named 
pUKFpro. Structural analysis by restriction enzyme digestion as well as base sequnce determination by the 
M13 dldeoxy sequencing method established that pUKFpro had the desired structure (cf. Fig. 35). 



(3) Construction of recombinant plasmid pSE1UKpro1-1A: 

About 2 ug of the pSE1PA1-9A plasmid DNA obtained in Reference Example 9 was dissolved in 30 ul 
of Y-0 buffer, 10 units of Kpnl was added, and digestion was conducted at 37* C for 2 hours. Then, 1.5 ul of 
2 M NaCI and 10 units of HindtM were added and digestion was further performed at 37* C for 2 hours; After 
10-minute heat treatment aT65* C, a DNA fragment about 6.3 kb in size was purified by the AFT method. 
Separately, about 3 ug of the pUKFpro plasmid DNA obtained as described above was dissolved in 30 ul of 
Y-0 buffer, 15 units of Kpnl was added, and digestion was conducted at 37 *C for 2 hours. Then. 1.5 ul of 
2M NaCI and 10 units oTTUndlll were added and digestion was further conducted at 37* C for 2 hours. After 
1.0>minute heat treatment at~65* C. a DNA fragment about 1.55 kb in size was purified by the AFT method. 

The thus-obtained pSE1PA1-9A-derived 6.3 kb DNA fragment (about 0.1 ug) and pUKFpro-derived 1.55 
kb DNA fragment (about 0.05 ug) were dissovled in a total volume of 20 ul of T4 ligase buffer. 100 units of 
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T4 DNA ligase was added, and ligation was carried out at 4* C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coli MM294 and Ap- 
resistant strains were obtained. The plasmid DNA Isolated from one of these transformants was named 
pSE1UKpro1-1A. It was confirmed by structural analysis by restriction enzyme digestion that pSE1UKpro1- 
1 A had the desired structure (cf. Fig. 36). 



Reference Example 14 



1) Isolation of human LT cDNA-containing plasmid pLT1 



(1) Preparation of poly(A) RNA from Lukll cells: 

A poly(A)-contaihing RNA was prepared from the human lymphoblastoid cell line Lukll by the guanidine 
thiocyanate-lithium chloride method [Cathala et al.f DNA. 2, 329 (1983)] fn the following manner. 

The human lymphoblastoid cell line Lukll (Berish Y. Rubin et al.: Proa Natl. Acad. Scl. USA, 82. 6637 
(1985)1 was inoculated into 1 liter of RPM1 1640 medium (Nissui Pharmaceutical) containing 5% fetal bovine 
serum and 1 mM N-2-hydroxyethylpiperazine-N'-2-ethanesulfonic acid (HEPES) at an inoculum size of 8 x 
10 s cells/ml and grown therein using a spinner culture bottle. After growing at 37* C for 48 hours, cells were 
collected by centrlfugation, transferred to a fresh one-liter portion of RPMI 1640 medium containing 10 
ng/ml phorbol myristate acetate (PMA), 5% fetal bovine serum and 1 mM HEPES, and further grown at 
37 "C for 48 hours. Then, cells were collected from a portion (250 ml) of the resultant cell suspension by 
centrffugatlon (1,100 x g, 4* C. 10 minutes), washed with 80 ml of phosphate buffer, and solubilized in 10 ml 
of 50 mM. Tris-HCI (pH 7) containing 5 M guanidine thiocyanate, 10 mM EDTA and 8% (wV) 2- 
mercaptoethanol. using a vortex mixer. The solubilization product was transferred to a centrifuge tube, 80 ml 
of 4 M UCI was added and. after stirring, the mixture was allowed to stand at 4*C for 20 hours. After 
centrifugation (9,000 rpm, 90 minutes) using a Hitachi RPR10 rotor, there was recoverd RNA as a sediment 
The RNA sediment was suspended in 50 ml of a solution containing 4 M urea and 2 M lithium chloride, the 
suspension was centrlfuged at 9,000 rpm for 60 minutes on a Hitachi RPR10 rotor, and an RNA sediment 
was again recovered. The RNA sediment was dissolved in 10 ml of 10 mM Tris-HCI (pH 7.5) containing 
0.1% sodium lauryl sulfate and 1 mM EDTA and, after phenol-chloroform extraction, recovered by ethanol 
precipitation. About 2.5 mg of the RNA obtained was dissolved in 1 ml of 10 mM Tris-HCI (pH 8.0) 
containing 1 mM EDTA. After 5 minutes of incubation at 65* C, 0.1 ml of 5 M NaCI was added. The mixture 
was subjected to oligo(dT)-cellulose column (P-L Biochemicals) chromatography (column volume 0.5 ml). 
The poly(A)-containing mRNA adsorbed was eluted with 10 mM Tris-HCI (pH 7,5) containing 1 mM EDTA to 
give 100 ug of poly(A)-containing mRNA. 



(2) cDNA synthesis and insertion into vector: 

cDNA synthesis and construction of a recombinant plasmid with the same Inserted therein were carried 
out following the Okayama-Berg method [Mol. Cell. Biol., 2, 161 (1982)]. The processes are schematically 
shown in Fig. 14. 

About 2 ug of the poly(A) RNA prepared as described above and about 1 .4 ug of the vector primer 
were dissolved in 22.3 ul of 50 mM Tris-HCI (pH 8.3) containing 8 mM MgCI 3 ' 30 mM KCI. 0.3 mM DTT. 2 
mM each dNTP (dATP, dTTP. dGTP. dCTP) and 10 units of ribonuclease inhibitor (P-L Biochemicals), 10 
units of reverse transcriptase (Seikagaku Kogyo) was added, and the mixture was incubated at 41 " C for 90 
minutes for the synthesis of a DNA complementary to the mRNA. The reaction mixture was subjected to 
phenol-chloroform extraction and then the vector primer DNA with an RNA-DNA double strand added 
thereto was recovered by ethanol precipitation. This DNA was dissolved in 20 ul of TdT buffer containing 
66 UM dCTP and 0.2 ug poly(A), 14 units of TdT (P-L Biochemicals) was added, and the mixture was 
incubated at 37* C for 2 minutes for the addition of a 20-mer (dC) chain to the 3' end of cDNA. The reaction 
mixture was subjected to phenol-chlorofrom extraction and then the resultant (dC) chain-added cDNA-vector 
primer DNA was recovered by ethanol precipitation. This DNA was dissolved In 400 ul of 10 mM Tris-HCI 
(pH 7,5) containing 6 mM MgCI 2 and 60 mM NaCI, 20 units of Hindlll was added, and the mixture was 
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Incubald at 37' C for 2 hours for causing. cleavage at the Hindlll site. The reaction mixture was subjected to 
phenol-chloroform extraction and the subsequent ethanol precipitation gave 0.5 picomole of the resultant 
(dC) chain-added cDNA-vector primer DNA. This DNA (0.2 picomole) and 0.4 picomole of the above- 
mentioned linker DNA were dissolved in 100 ill of 10 mM Tris-HCI (pH 7.5) containing 0.1 M NaCI and 1 
s mM EDTA and the solution was Incubated at 65* C for 10 minutes, then at 42 C for 25 minutes and, finally, 
at 0* C for 30 minutes. The reaction mixture was made up to a total volume of 100 Ul while the composition 
was adjusted so that the final solution contained 20 mM Tris-HCI (pH 7.5). 4 mM MgCla. 10 mM <NH*) 2 S0 4 , 
0 1 M KCi and 0.1 mM 0-NAD. Escherichia coll DNA ligase (New England BioLabs; 25 units) was added to 
the solution and incubation was carried out at 11 ' C for 18 hours. The reaction mixture was supplemented 
;o with dNTPs (each 40 uM) and 0-NAD (to 0.15 mM). then 10 units of Escherichia coli DNA ligase. 20 units 
of Escherichia coll DNA polymerase I (P-L Biochemicals) and 10 units of Escherichia coli ribonuclease H (P- 
L Biochemical sTwere added, and the mixture was incubated at 12" C for 1 hour and then at 25 C for 1 
hour The above reaction procedure resulted in cyclization of the cDNA<ontainlng recombinant DNA and 
substitution of DNA for the RNA portion of the RNA-DNA double strand to give a completely doubte- 
rs stranded DNA recombinant plasmid. 



20 



(3) Selection of human LT cDNA-containing recombinant DNA: 

Ttie recombinant plasmid obtained in step- (2) mentioned above was used to transform Escherichia coli 
C600 SF8 [Cameron: Proc. Natl. Acad. Scl. USA. 72. 3416 (1975)] by the method of Scott et al, [K. 
Shigesada* Saibo Kogaku. 2, 616 (1983)]- About 30.000 colonies obtained were immobilized on nitrocel- 
lulose filters. One strain capable of strongly hybridizing at 52* C. with the s^P-labeled 17-mer synthetic DNA 
probe" coinciding in base sequence with a part of the 5 -nontranslational region of the human LT cDNA 
25 isolated by Genentech {Patrick W. Gray et al: Nature. 312. 721 (1984)]. namely sap.jabeled 5 - 
GATGCCCGGCCTGCCTG-3, was selected by the Grunstein-Hogness method [Proc. Natl. Acad. Sci. USA, 
72 3961 (1975)]. The whole base sequence of the cDNA of the plasmid pLTI harbored by this strain was 
determined by the dideoxy sequencing, method using Ml 3 phage. As a result. It was revealed that the 
cDNA of pLT1 was one coding for human LT. 

30 

2) Construction of recombinant plasmid pLA1 (cf. Fig. 37): 

In a total volume of 50 ul of Y-0 buffer was dissolved 5 ug of pLT1 (4.7 kb) obtained by the method 
35 described in the preceding section. 10 units of the restriction enzyme Xholl (Boehringer Mannheim) was 
added, and digestion was carried out at 37* C for 2 hours. Then, NaCI was added to a final concentration of 
- 150 mM, 10 units of the restriction enzyme Nsii (New England BioLabs) was added, and digestion was 
further performed at 37* C for 3 hours. About 0.3 ug of a DNA fragment ()0TOII-Nsil fragment) about 750 bp 
in size and containing most of the human LT DNA was- obtained from the reaction mixture by the LGT 
40 method. 

Separately. 20 ug of pLTI was dissolved in 200 ul of Y-50 buffer, 40 units of the restncton enzyme 
Haeill was added, and cleavage was conducted at 37* C for 2 hours. Then, NaCI was added to a final 
concentration of 150 mM. 40 units of Nsil was added, and cleavage was further conducted at 37 C for 3 
hours. About 40 ng of a DNA fragment {Haelll-Nsal fragment) about 50 bp in size and containing the N- 
45 teminus portion of the human LT DNA was recovered from the reaction mixture by poiyacryiamide gel 
electrophoresis. 

. Further, separately. 3 ug of pGEL1 (3.4 kb) [Sekine et al.. Proc. Natl. Acad. Scl.. USA, 82. 4306 (1985), 
PERM BP-629) was dissolved in a total volume of 30 Ul of Y-100 buffer, 6 units each of the restriction 
.enzymes Stul and Bglll were added, and cleavage was effected at 37* C for 3 hours, 
so AboutTo ug oTan Ap r gene-containing DNA fragment about 2.3 kb in size (Stul-Bglll fragment) was 
. obtained from the reaction mixture by the LGT method. 

Then, 0.2 ug of the pLT1 -derived Xholl-Nsil fragment (about 750 bp). 20 ng of the pLT1 -derived Haelll- 
Nsil fragment (about 50 bp) and 0.6 ug of the pGEL1-derived Stul-Bglll fragment (about 2.3 kb), 
respectively obtained as described above, were dissolved in a total volume of 20 ul of T4 ligase buffer, 2 
55 units of T4 DNA ligase (Takara Shuzo) was further added to this mixed, solution, and reaction was carried 
out at 4 * C for 1 8 hours. 

The thus-obtained recombinant plasmid DNA was used to transform Escherichia coll KM430 by the 
method of Cohen at al. and Ap r colonies were obtained. The plasmid DNA isolated and purified from one of 
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these transformant strains by the known method was subjected to structural analysis by cleaving this 
plasmld DNA with Stul and other restriction enzymes and, as a result, it was confirmed that it was the 
desired plasmid. ThisTecombinant plasmid was named pLA1 . 

5 

3) construction of LT expression plasmid pLSA1 <cf. Fig. 38): 

Escherichia coli KM430 harboring pLAI (3.1 kb) obtained as described in the preceding section was 
cultured and the"pLA1 DNA was prepared from cultured cells by the conventional method. A 3 ug portion of 
w the pLA1 DNA obtained was dissolved in 30 ul of Y-100 buffer, 3 units each of Stul and Bglll were added, 
and cleavage was carried out at 37* C for 3 hours. About 0.5 ug of a DNA fragment (Stul-Bglll fragment) 
about 790 bp. in size and containing most of the human LT gene was obtained from the reaction mixture by 
the LGT method. 

Separately, 3 ug of pKYP10 prepared by the method described in JP-A-58-1 10600 or U.S. Patent 
is 4,686,191 was dissolved in 30 ul of Y-100 buffer. 6 units each of the restriction enzymes Banlll and Pstl 

were added, and cleavage was carried out at 37* C for 3 hours. About 0.6 ug of a DNA fragment (BanlH-Pstl 

fragment) about 1.1 kb in size and containing the tryptophan promoter (Ptrp) was recovered from the 
" " reaction mixture by the LGT method. Further, separately, 2 ug of pGEL1 (3.4 kb) was dissolved in 20 ul of 

Y-100 buffer, 4 units each of the restriction enzymes Hindlll, Bam HI and Pstl were added, and cleavage was 
20 effected at 37" C for 3 hours. About 0.7 ug of a DNA fragment (Pstl-BamHI fragment) about 1 .7 kb in size 

and containing the lipoprotein gene-derived terminator was obtained from the reaction mixture by the LGT 

method. 

Separately, in view of the necessity of providing that base sequence covering from the codon for the N- 
terminal Leu (CTA) to the second base (GG) of the codon for the fifth amino acid Gly (GGC) of the mature 
25 human LT polypeptide, the necessity of providing the initiation codon (ATG) necessary for expression and 
the necessity of adjusting the distance between the SD sequence and ATG downstream from Ptrp to an 
appropriate length within the range of 6 to 18 bp and for other reasons, the following DNA linker was 
synthesized: 



BmlE 27-mer Blunt 

Met Leu Pro Gly Val 
5'- CGATAAGCTT fATGll CTAlTOfTGAirGTA 
3'^TATTCGAA TAC 



GAT GGT 
25-mer 



CCT CAT 



end 

GG 
CC 



3' 
5' 



First, the single-strand 27-mer and 25-mer DNAs were synthesized by the ordinary triester method. The 
27-mer and 25-mer (20 picomoles each) were dissolved in a total volume of 40 ul of T4 kinase buffer, 6 
to units of T4 polynucleotide kinase (Takara Shuzo) was added, and phosphorylation was carried out at 37 C 
for 60 minutes. 

Then, 0.3 ug of the pLAI-derlved Stul-Bglll fragment (about 790 bp) t 0.4 ug of the Banlll-Pstl fragment 
(about 1.1 kb) of the expression vector pKYP10 and 0.6 ug of the pGEL1 -derived Pstl-BamHI fragment 
(about 1 .7 kb), respectively obtained as described above, were dissolved in 25 ul of T4 Hgase buffer, about 

« 1 picomole of the above DNA linker was added to the mixture and r after further addition of 6 units of T4 
DNA ligase, ligation was effected at 4* C for 18 hours. 

The recombinant plasmid-containlng reaction mixture was used to transform Escherichia coil KM430 
and Ap r colonies were obtained. A plasmid DNA was recovered from cells obtained by culture of one of the 
colonies. The structure of the plasmid obtained was confirmed by cleavage with the restriction enzymes 

so EcoRI, Banlll, Pstl, Hind'" and Bgl 11 * fo,,owed bv agarose gel electrophoresis. This plasmid was named 
pLSA1.TTwas confirmed by the Maxam-Gilbert method [A. M. Maxam et al.: Proc. Natl. Acad. Scl. USA, 74, 
560 (1977)] that, in the vicinity of the Banlll and Hindlll sites. pLSA1 had the following base sequence: 
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Ban.ni Hind IP 



1 CG^ 



ATA AGC 



TT 
1 



Met 
ATG 



Leu 
CTA 



Pro 
CCA 



Gly 
GGA 



Val 
GTA 



Gly 
GGC 



leu 
CTC 



Reference Example 15 



J 5. 



20 



25 



30 



Construction of hG-CSF expression plasmid pCfTAI (cf. Fig. 39): 

. The PCSF1-2 DNA obtained In Reference Example 4 <2 ug) was dissolved in a total volume of 20^ul of 
Y-tOO buffer. 10 units each of the restriction enzymes Apal (Boehrlnger Mannheim) and BamHI were added, 
and reaction was carried.out at 37* C for 4 hours. Al.5 Kb DNA fragment (0.4 ug) was purified and 
recovered from the reaction mixture by the LGT method. c i» ->a 

Separately. 2 (ig of the plamsid pLSA1 prepared by the method described in Reference Example 14 
was dissolved In 20 ul of Y-100 buffer. 10 units each of the restriction enzymes Banlll (Toyobo) and BamHI 
were added, and reaction was carried out at 37* C for 4 hours. A 2.8 kb DNA fragment (0.8 ug) was purified 
and recoverd from the reaction mixture by the LGT method. 

Separately, in view of the necessity of providing the codons for the N-terminal first to fifth amino adds 
of the mature hG-CSF polypeptide [threonine' (ACA or ACT), proline* (CCA or CCT). leucine' (CTA), 
alvcine* (GGC), proline* (CCC)l and the initiation codon (ATG) necessary for expression and the necessity 
of adjusting the distance between the SD sequence and ATG downstream from the «n^hw promoter 
(Ptrp) to an appropriate length within the range of 6 to 18 bp and for other reasons, the following DNA tanker 
was synthesized: 

Ban III Hind HI 



5'— 
3' — 



CGATA 



AGCTT 



Met 


Thr 


Pro 


3 

Leu 


Gly 




Pro 


ATG 


AC} 


CC$ 


CTA 


GGC 


C 










TAC 


tgI 


GG{ 


GAT 













3' 

26mer (4oix) 
5' 

20oier (4tni x) 
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First the single-strand 26-mer and 20-mer DNAs were synthesized by the ordinary trlester method IR. 
Crea et al • Proc Natl. Acad. Sci. USA. 75. 5765 (1978)]. The 26-mer and 20-mer (2 ug each) were 
dissolved in T4 kinase buffer. 30 units of T4 polynucleotide kinase was added, and phosphorylat.on was 
carried out at 37* C for 60 minutes. 

The pCSF1-2-derlved Apal-BamHI fragment (1.6 kb; 0.4 ug) and pLSA1 -derived Banlll-BamHI fragment 
(2 8 kb; 0.2 ug) obtained "iT<teic7fbed above were dissolved In 25 Ul of T4 ligase buffer 0.1 ug of the 
above DNA linker was added to the mixture and, after further addition of 6 units of T4 DNA ligase. ligation 
was carried out at 4*C for 18 hours. .,_.„.. ,. . ■ 

The recombinant plasmid mixture obtained was used to transform Escherichia coh HB101 [Bolivar el . al: 
Gene, 2, 75 (1977)1 by the method of Cohen et al. [S. N. Cohen et al.: Proc. Natl. Acd Sa. USA. 69. 2110 
(1972)fand Ap' colonies were obtained. A plasmid DNA was recoverd from cells obtained by growing one 
of the colonies. The structure of the plasmid obtained was confirmed by cleavage with Banlll. Rsa i Pstl, 
Hindlll and Bglll. followed by agarose gel electrophoresis. This plasmid was named pCfTA \ It j was 
ESRfirmed bylhe dldeoxy sequencing method using M13 phage that, in the v.cm.ty of the Banlll and Hindlll 
sites. pCfTAI had the following base sequence: 
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Ban! Hind IB ri D a 

K«i Thr Pro L«« C ly Pro 



|_CGA 



CGAT aIaGCTT ATG ACT CCT CTA GGC CCT 



Reference Example 16 



Construction of pC(BD28: 



(1) Construction of plasmid P CfTB20 lacking in part of 3-nontranslational region of hG-CSF cDNA (cf. Rg. 
40): 

A 2 ug portion of the hG-CSF expression plasmid pCfTAI (4.3 Kb) obtained in Reference Example ,15 
was dissofcedin 20 Ul of Y-100 buffer, 4 units of the restriction enzyme BamHI was added, and d.gestion 
wa effected Tat 37' C for 4 hours. After pheno.-chloroform extraction. 1.8 ug of a DMA l-ag« 
Tiovered by ethano. precipitation. This DNA fragment was disso.ved in 20 u. ot Klenow bu«er. dATP, 
dTTP dCTP and dGTP were added each to a concentration of 1 mM and. after further addrtion of 4 un.ts of 
DNA polymerase I Klenow fragment, reaction was carried out at room temperature for 1 hour for «™*"0 
the cohesive ends to blunt ends. After phenol-chloroform extraction. 1.6 ug of the resultant DNA fragment 
^recovered by ethanol precipitation. This DNA fragment was dissolved in 20 Ul of Y-100 buffer 10 un.ts 
oTecoR° was added, and cleavage was effected at 37" C for 4 hours. From the reacts mixture was 
obtlnla by the LGT method 1 ug of a 2.5 Kb DNA fragment (BamHI (blunt end-fcoRI fragm ent) _ 

Separately. 2 ug of pCfTAI was dissolved in 20 ui Of Y-100 buffer. 10 unrts of EcoRI was added, and 
cleavage was carried out at 37* C for 4 hours. Then. NaCI was added to a final Na?l concentrator, of ISO 
mM. 10 units of Dra. was added, and cleavage was further conducted at 37 C for 4 houre. After 
confirmation of compTetneness of digestion by agarose gel eiectrophores.s. 0.2 ug of an hG-CSF ^cD NA 
containing 1.0 kb DNA fragment (EcoRI-Dral fragment) was purified and recovered by the LGT ' ™«^- 

The thus-obtained BamHI (blu-nTeno>6coRI fragment (2.5 kb; 0.2 ug) and ir *?™° > [ '°^' 

0.2 ug) were dissotvedlSTS ul of T4 ligasTbuffer. 6 units of T4 DNA ligase was added to the solut.on and 
ligation was carried out at 4* C for 18 hours. „„ t u Bt ni -nw »„> 

The recombinant piasmid mixture obtained was used to transform Escherichia coh HB101 and Ap 
colonies were obtained. A plasmid DNA was recovered from cells ^ ai " ed th b y^^ t ' n9 ps 7 fo ° ow t S 
colonies. The structure of the plasmid obtained was confirmed by cleavage w.th Hmdlll and Pstl. followed 
by agarose gel electrophoresis. This plasmid was named pCfTB20. 



(2) Construction of plasmid P CfTL38 coding for polypeptide derived from hQ-CSF by substitution of N- 
terminal amino add (cf. Fig. 41): 

A 3 ug portion of pCSF1-2 (4.5 kb) obtained by the procedure of Reference Example 4 was dissolved 
in 60 ul of Y-100 buffer. 8 units each of the restriction enzymes Apal (Boehrlnger Mannheim) and BamHI 
were added, and cleavage was conducted at 37* C for 3 hours. About .0.4 ug of a DNA fragment 
BamHI fragment) about 1.5 kb in size and containing most of the hG-CSF gene was recovered from the 

n *zzs: a^xsiss-. « * Nat.. ^ «. U8 * «. «<* ^ ^ 

culture of E coii IGEL1 PERM BP^29 by the conventional method) (3.4 kb) was d.ssolved m 40 Ul of Y-100 
buffer. 4 GStt— each of the restriction enzymes Hind.ll. BamHI and Pstl were added. 
carried out at 37' C for 3 hours. About 0.5 ug oFTdNA fragment (Pstl-BamHI fragment) about 1.7 kb .n 
size and containing the lipoprotein gene-derived terminator was obtained from the reacton mixture by the 

^pTrately. 3 ug of pKYPIO prepared by the method described in JP-A-58-1 10600 or U.S. Patent 
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4 686 191 was dissolved in 60 ul of Y-100 buffer. 6 units each of the restriction enzymes Banlll (Toyobo) 
id PsS were added «!d cleavage was effected at 37 ? C for 3 hours. About 0.5 ug of a DNA fragment 
S^-gme"t)'^ut 1 1 kb'tn size and containing the tryptophan promoter (Ptrp) was obtamed from 

STJSK XE r j££~* of providing a codon ,or ***** Ser C y s ^ ,or 

the Nomina, amino acid Thr of mature hG-CSF and providing the inflation codon (ATG) necessao 'tor 

sr.: ssmsr-w - » = ' = — ~ - 

linker was synthesized: 



75 



J 

5'- 



Ser 

(4m ix) Cys 
an IH 26-mer Arg 

Met Gly Pro Leu ' Gly 
CG ATAAgPTTfltfB riffill rPA' l CTgrgfiQ C- 3' 



TATTCGAA TAC NCA GGT GAT - 5' 
I 20-mer (4mi x) 

^s, TZ^^r^zl^ ONAs were synthesized by the ordinary tester methoo. 
TwenJpicomZ each of the 26-mer and 20-mer were dissolved* 40 u. of T4 kinase .buffer. 6 un,ts of T4 
polynucleotide kinase was added, and phosphorylation was earned out at 37 C for 60 m'nutes. 
* Then 0.3 ug of the pCSFI-2-derived Apal-BamHI fragment (about 1.5 kb). °* ^ ^ PGEU^J 
bZui fraament (about 17 kb) un31Z£~u5 of the expression vector pKYPIO-denved Banlll-Pst 

■SKTSSSi;. e^Ju pSe of the above DNA linker was^ added to the solu^on and after further 
addition of 6 units of T4 DNA llgase to the solution, ligation was performed at 4 C _fo ^18 ^ hours. 

30 The recombinant plasmid-containing reaction mixture was used to transform Eschench.a coh C600 SF8 
(PERM BFM070MCameron et ai, Proc. Natl. Acad.Sci. USA. 72. 3416 (1975)] and Ap' colon.es were 
Ened LA plasm I DNA was Isolated and purified from one of the transformers by the taown . method 
The s^cture of said plasmid DNA was confirmed by cleavage with PstJ. EcoRI and BanlH. followed by 
IcTyat yTamide gel electrophoresis. This plasmid was named pCfTL38. as shown In Fig. 41. Sequenc.ng by 

35 S dTdeC meLd using M13 phage confirmed that the sequence in the vicinity of the N termmus of the 
hQ-CSF derivative gene in the above polasmid was as follows: 

Met Ser Pro Leu Gly Pro Ala 
«, pCf TL38-ATG AGT CCA CTA GGC CCT GCC 



45 (3) Construction of recombinant plasmid pCfWDI (cf. Fig. 42): 

A 5 ug portion of P CfTA1 obtained by the method described in Reference Example 15 was ^olved i« 
50 ul of Y-100 buffer. 10 units of the restriction enzyme Stu. and 10 units of the r estnctlon e, zym_ g 
(Toyobo) were added, and digestion was carried out at 37 C for 1 hour. About 0 5 ug of an hG-CSF cDNA- 
so containing DNA fragment (Banlll-Stul fragment) about 1 .3 kb in size was obtained from the reactor, mocture 
by ft Til ^meld Separately— ug Of pKYP26 (FERM BP-863) produced by the method of Reference 
Sample) was dissolved in 50 ul of Y-100 buffer. 6 units of BamHI was added, and digest™ was earned 

. ° Ut Sato JasVdXd an equal volume of phenol saturated with 10 mM Tris-HC. (pH 75) containing 1 mM 
56 EDTA and after vigorous stirring, the aqueous layer was collected by low-speed centr.fugat,on (3.300 rpm 
1 Unites; Linger the sam'e shall apply). An equal volume of chloroform was^ ^» 
Iay er. the mixture was stirred vigorously, and the aqueous layer was^ recovered a ** n **™J?*°* 
centnfugation. One tenth volume of 3 M sodium acetate was added, then 2.5 volumes of ethanol was 
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20 



25 



30 



35 



added and the resultant mixture was allowed to stand at -20* C for 1 hour. The resultant precipitate was 
SSeL by^flaation with cooling ^C. 11.000 rpm. 10 minutes). This PreclpHate dis ^ed i n 30 
S of Klenow buffer. dATP. dTTP, dCTP and dGTP were added each to a concentration of 100 uM 2 
of DNA polymerase I Klenow fragment was added, and reaction was earned out at 17 C ^for 15 minutes 
The ^polymerase I Klenow fragment was inactivated by 10-minute heat treatment at 68 C. NaCI was 

obtained from thereaction mixture by the LOT method. nlunol u.- D KYP26- 

About 0.2 ug of the pCfTAI -derived Banlll-Stul fragment (about 1.3 kb), about 0.1 ug of the 
deriv^ SamH. <b,unt end)-Psti fragment (aFoutTff kb) and about 0.1 ug of the ^^figg* 
fragmentlabout 1 kb). respiStiveiy obtained as described above, w^e disserved ' " 30 "I of T4 ONA iigase 
h..ffer 4 units of T4 DNA Iigase was added, and ligation was earned out at 4 C for 1 8 hours. . ma 

^ Son miTre was used to transform Escherichia ccH HB101 and Ap' colonies were obtained. A 
p.asSd DNA wis recovered from one of the c olonies by ft eHfeove-mentioned method of Bimbo.m et al. 
This was the plasmid pCfWDI shown In Fig. 42. 

(4) Construction of pCfT95K19 (cf. Fig. 43): 

pCfTL38 (5 ug) as obtained in the above section (2) was dissolved in 50 a. of Y-100 buffer ; 10 units 
each o the restriction enzymes Hindlll and Bglll were added, and digestion was carried out at 37 C for 1 
^, IS 0 fig o? a JptophSTpromoter-ontainlng DNA ^^^S^^S^SX^Si 
taslze was obtained from the reaction mixture by the LGT method. Separately 100 ug 
dtesofced in 1 5 ml of Y-100 buffer. 80 units each of the restriction enzymes BamHI and Hmdlll were added 
a^dTgesSon wTi carried out a. 37'C for 6 hours. An hG-CSF t ^C^no^ ELUTIP^^d SSSJl 
recovered from the reaction mixture by the LOT method and punfied using ELUTIP d (Schleicher & 
S^Th^lTfrWrnsnl was dissolved in 90 ul of Y-150 buffer. 3 units of the restriction enzyme Dpnl 
^S^SSSL added, and digestion was carried out at 37* C for 15 minutes. Afiout 1 ug of an 
KsF cDNA-containing DNA fragment (Hind.ll-Dpnl fragment) about 300 bp ,n size was obtained from the 
reaction mixture by polyacrylamide electrophoresis. . 

Separately, 10 ug of P CfTB20 obtained in the above section (1) was dissolved ,„ 100 ul o Y-100 buffer 
10 units of the rescriction enzyme Aval was added, and digestion was earned out at 37ChMhow. After 
ohenol-chloroform extraction, the restart DNA was recovered by ethanol precipitation and d.ssolved in 30 
U of .SnLw bier 2 units of DNA polymerase I Klenow fragment was added, and reaction was .cawed ou 
a t 17-C for 30 minutes. The DNA polymerase I Klenow fragment was inactivated by Q-minute heat 
Raiment « 6? C NaCI was added to a final concentration of 100 mM and. after further addition of 10 units 
of thTresSSon enzyme Bglll. digestion was carried out at 37' C for 1 hour. About 0.3 ug of an Ipp 
ZZ:T£™a^Z»lN^™* [Ava. (blunt end)-8g.« fragment] about 480 bp ,n s.ze was 
obtained from the reaction mixture by the LGT method. in >m of the 

About 01 ug of the pCfTL-38-derived Hindlll-Bglll fragment (about 2.6 kb). about 0.2 ug of the 
pC^er^ed Hindi.l-Djn. fragment (aboutToo bp) and about 0.15 ug of the ^fXBJO^ Aval 
Sunt end)-Bglll fflgmentlabout 480 bp), respectively obtained as described above, were dissolved m 30 
u of T4 DNXTigase buffer. 4 unrts of T4 DNA Iigase was added, and ligation was carried out at 4 C for 18 
1« The rtac'on mixture was used to transform Escherichia coH HB101 3n^co.on,es . 
A plasmid DNA was recovered from one of the colonies by the above-mentioned method of Birnbcm et al. 
Thus was obtained pCfT95K19 shown in Fig. 43. 



(5) Construction of pCfAAl (cf. Fig. 43): 



a c n q oortion 0 f p cfT95K19 obtained as described in the preceding section was disserved in 50 ul of 
Y-100 buffT7 un« s ofme restriction enzyme Ban... (Toyobo) and 2 units of Bgi. (Nippon Gene) were 
added and digestion was carried out at 37' C foTThour. About 0.6 ug of a tryptophan promoter portion- 
DNA tagmen, (B^.l.-Bgl. fragment) about 1 kb in size and about 1 ug of an ipp terminator 
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portion-containing DNA fragment (Bgll-Bgll fragment) about 1.8 kb in size were obtained from the reaction 
mixture by the LGT method. 

Separately, 15 ug of pCfT95K19 was dissolved in 150 (it of Y-100 buffer, 6 units of the restriction 
• enzyme Bgll (Nippon Gene) and 10 units of Sau3AI were added, and digestion was carried out at 37 C for 
s 1 hour. About 0.3 ug of an hG-CSF cDNA portion-containing DNA fragment (BgU-Sau3AI fragment) about 
350 bp in size was obtained from the reaction mixture by polyacrylamide gel electrophoresis. 
Further, separately, the following DNA linker was synthesized: 



Ban m 39raer (2mix) Xho I Sau 3Ai 

I Met Thr Pro Leu Gly Pro Asnl Ser Ser 

5'-LCGATAAGCTT ATG ACA CCA Zl\ GGC CCA AAC ITCG A 6T CTI -3' 
. 3 7 -|TATTCGAA TAC TGT GGT GAf CCG GGT TTG AGC TJCA GACTAG^S'. 

41mer(2raix) 



20 



25 



First, the single-strand 39-mer and 41-mer DNAs were synthesized by the ordinary triester method. 
Twenty ptcomoles each of the 39-mer and 41-mer were dissolved in a total volume of 40 ul of T4 kinase 
buffer, 6 units of T4 polynucleotide kinase (Takara Shuzo) was added, and phosphorylation was carried out 
at 37" C for 60 minutes. 

Then. 0.1 ug of the pCfT95Kl9-derlved Banlll-Bgll fragment (about 1 kb), 0.05 ug of the pCfT95K19- 
derived Bgll-Bgll fragment (about 1.8 kb) and 0.1 ug of the pCfT95K19-derived Bgll-Sau3AI fraction (about 
350 bp),1espictively obtained as described above, were dissolved in 25 ul of T4 DNA ligase buffer and 
about 2'picomoles of the above DNA linker was added to the solution. Further, 6 units of T4 DNA ilgase 
was added and ligation was carried out at 4* C for 1 8 hours. 

The reaction mixture was used to transform Escherichia coli HB101 and Ap r colonies were obtained. A 
plasmld DNA was recovered from one of these colonies by the above-mentioned method of Birnbolm et al. 
Thus was obtained pCfAAl shown in Fig. 43. Determination of the base sequence of the DNA linker portion 
of pCfAAl by the above-mentioned dideoxy sequencing method revealed that the third base of the codon 
coding for the 4th amino acid Leu was A. In this pCfAAl, that DNA portion coding for the 10th amino acid 
Pro to the 23rd amino acid Lys (14 amino acids) of hG-CSF is missing. Furthermore, a mutation has been 
introduced therein so that Asn is encoded in lieu of the 6th amino acid Ala of hG-CSF and an Xhol site 
newly occurs. 



(6> Construction of pCfAB5 (cf. Fig. 43): 

A 3 ug portion of pCfAAl obtained as described in the preceding section was dissolved in 30 ul of Y- 
100 buffer, 5 units of the restriction enzyme Xho l was added, and digestion was carried out at 37 C for 1 
hour. After confirmation of completeness of Xhol cleavage by means of agarose gel electrophoresis, 1 unit 
of the restriction enzyme Bgll (Nippon Gene) was added, and digestion was performed at 37 C for 25 
minutes. About 1 ug of a tryptophan promoter portionand Ipp terminator portion-containing DNA fragment 
(Xhol-Bgll fragment) about 3 kb In size was obtained from the reaction mixture by the LGT method. 
Separately, the following DNA linker was synthesized; 
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Xho I 

Ser Ser Leu Pro Gin Ser Phe Leu 

TCG A ST CTA CCA CAG AGC TTC CT 

^^CA GAT GGT GTC TCG AAG GAAAATTT 



23oer 
25oer 



/ Cys' 

Se 
\ Gly 
Leu Lys Arg 
TTTA AAA NGC 
T NCG 



ly/ 



Leu Glu Gin Val Arg 
TTA GAG CAA GTG AGG 
AAT CTC GTT CAC TCC 



Sau 3Ai 
Lys] 

AA| , 

ttctagI 



27mer (4mi x) 
25tner (4mix) 



where N stands for G, A, T or C. 

This linker DNA contains that DNA portion coding for the 10th amino, acid Pro to the 23rd amino acid 
Lys of hG-CSF which was missing In the hG-CSF cDNA in pCf AA1 . 

First, the single-strand 27-mer. 25-mer (two kinds) and 23-mer DNAs were synthesized by the ordinary 
triester method. The 27-mer and the 25-mer complementary thereto as well as the 25-mer and the 23-mer 
complementary thereto were dissolved In a total volume of 40 ul of T4 kinase buffer each in an amount of 
20 picomoies. 6 units of T4 polynucleotide kinase (Takara Shuzo) was added, and phosphorylation was 
carried out at 37* C.for 60 minutes. 

Then 0.1 ug of the pCfAAI-derived Xhol-Bgll fragment (about 3 kb) obtained as descnbed above and 
01 ug of the P CfT95Kl9-derived Bgll-Siu"3ATfragment (about 350 bp) obtained as described in the 
preceding section were dissolved irT30~Ul of T4 DNA ligase buffer, 2 picomoies each of the above- 
. mentioned DNA linker components were added to the solution and, after further addition of 6 units of T4 
DNA ligase, ligation was carried out at 4* C for 18 hours. 

The reaction mixture was used to transform Escherichia coli HB101 and Ap r colonies were obtained. A 
plasmid DNA was recovered from one of the colonies by the above-mentioned method of Birnboim et al. 
Thus was obtained pCfABS shown In Fig. 43. Determination of the base sequence of the DNA linker portion 
of pCfAB5 by the above-mentioned dideoxy sequencing method revealed that, in pCfABS, the first base of 
the codon coding for the 17th amino acid was A and, hence, that the codon coded for Ser in lieu of the 17th 
amino acid Cys of mature hG-CSF. 



(7) Construction of pCfBA8 (cf. Fig. 44): 

A 3 ug portion of pCfABS obtained as described in the preceding section was dissolved in 40 ul of Y- 
100 buffer, 5 units each of the restriction enzymes Aval and Bglll were added, and digestion was conducted 
at 37* C for 1 hour. About 1 ug of a tryptophan promoter portion- and Ipp terminator portion-containing DNA 
fragment (Aval-Bglll fragment) about 2.8 kb in size was obtained from the reaction mixture by the LGT 

Separately. 6 ug of pCfWDI obtained in the above section (1) was dissolved in 50 ul of Y-100 buffer, 5 
units of the restriction enzyme Bglll was added, and digestion was performed at 37 C for 1 hour. After 
confirmation of completeness ofBglil cleavage by means of agarose gel electrophoresis, 3 units of the 
restriction enzyme Aval was adde~and partial cleavage was effected at 37 C for 20 minutes. From the 
reaction mixture, thSrFwas obtained by the LGT method 0.4 ug of a DNA fragment (Bglll-Ayal fragment) 
about 1 .3 kb in size and containing most of the hG-CSF cDNA. *- 4irk 

Then. 0 1 ug of the pCIABS-derived Aval-Bglll fragment (about 2.8 kb) and 0.3 ug of the pCfWDV 
derived Bglll-Aval fragment (about 1.3 kb). respectively obtained as described above, were dissolved in 25 
Ul of T4"DNA i Iigase buffer, 3 units of T4 DNA ligase was added, and ligation was carried out at 4 C for 18 

hours. . . . . . 

The reaction mixture was used .to transform Escherichia coli HB101 and Ap' colonies were obtained. A 
plasmid DNA was recovered from one of these colonies by the above-mentioned method of Birnboim et at. 
Thus was obtained pCfBA8 shown in Fig. 44. .... . u ^ 

The amino acid sequence of the hG-CSF derivative encoded by pCfBA8 contains Asn in lieu of the 6th 
amino acid Ala of mature hG-CSF and Ser In lieu of the 17th amino acid Cys. 
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(8) Construction of pCfBD28 (cf . Fig. 44): 

First, the following DNA linker was synthesized: 



10 



is 



20 



25 



Band 



31mer (256oix) Xho I 

Met Ala Pro (4) (4) (4) (4) 



5'- 



CGATAAGCTT ATG GCA CCA NCA NAT NGC GNC 



-3' 



3'- 



TATTCGAA TAC CGT GGT NGT NTA NCG CNG AGCTJ-5' 
33mer (256m i x) 



where N stands for any of G, A, T and a This DNA linker was obtained as a mixture of a total of 256 DNA 
linker species since the four bases represented by N in the coding strand each could be any of G, A, T and 
C Thus the linker designing was such that there were a total of 256 possibilities for the hG-CSF N-terminal 
amino acid sequence encoded by this DNA linker, namely four amino acids for each of the four relevant 
codohs. 

First the single-strand 31-mer and 33-mer DNAs were synthesized by the ordinary tnester method. The 
31-mer and 33-mer [2 ug each) were dissolved in a total volume of 40 ul of T4 kinase buffer, 30 units of T4 
polynucleotide kinase (Takara Shuzo) was added, and phosphorylation was carried out at 37 C for 60 

Then 0 1 ug of the pCfBA8-derived Banill-Bglll fragment (about 2.7 kb) and 0.1 l±g of the pCfBAS- 
derived Xhol-Bglll fragment (about 1.4 kbf^ere dissolved in 25 ul of T4 DNA ligase buffer and about 2 
picomoleTtf the" above DNA linker was added to the solution. After further addition of 6 units of T4 DNA 
ligase. ligation was carried out at 4* C for 18 hours. UO h * A r 

The recombinant plasmid mixture obtained was used to transform Eschenchia coll HB101 and Ap 
colonies were obtained. Plasmid recovery from one of the colonies gave P CfBD28. Determination of the 
base sequence of the DNA linker portion by the above-mentioned dldeoxy sequencing method revealed that 
the base sequence on the N-terminal side of the hG-CSF derivative was as follows: 



pCfBD28 



Met Ala Pro Thr Tyr Arg Ala 
ATG GCA CCA ACA TAT CGC GCC 



The hG-CSF derivative encoded by pCfBD28 is distinguished from mature hG-CSF by the following 
amino acid residue substitutions: 



Position of amino acid 
substitution (amino acid of 
hG-CSF) 


Plasmid 


pCfBD28 


First (Thr) 


Ala 


Third (Leu) 


Thr 


Fourth (Gty) 


Tyr 


Fifth (Pro) 


Arg 


Seventeenth (Cys) 


Ser 



The hG-CSF derivative encoded by pCfBD28 was named hG-CSFlND28], A P CfBD28-carrying strain of 
Escherichia coll has been deposited with the Fermentation Research Institute under the designation 
Escherichia coTECfBD28 (deposit number FERM BP-1479) In accordance with the Budapest Treaty. 
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Reference Example 17 



s Construction of recombinant plasmid pTkSRl8: 



(1) Construction of recombinant plasmid pTkSJI: 

to About 2 ug of the pTA4 plasmid DNA obtained in Reference Example 8 was dissolved in 30 ulof Y-0 
buffer 10 units of EcoRI and 30 units of Bbel were added, and digestion was carried out at 37 C for 2 
hours." After 10-minutTheat treatment at 65~C, a Bbel-EcoRI fragment about 2.8 kb in size was purified by 
the AFT method. Separately, about 3 ug of the pTA4 DNA was dissolved in 30 ul of Y-0 buffer. 12 units of 
Kpnl was added, and digestion was effected at 37* C for 2 hours. Then. 1.5 ul of 2 M NaCI and 1 unit of 

is EcoRI were added and digestion was further carried out at 37 *C for 1 hour. As a result of this serial 
digestion, the DNA was completely digested with Kpnl and partially digested with EcoRI. After 10-rninute 
heat treatment at 65* C, an EcoRI-Kpnl fragment about 1.4 kb In size was purified by the AFT method 
Further, separately, the following" twSl^nthetic DNAs (16-mer and 24-mer) were synthesized using Applied 
Biosystems model 380 A DNA synthesizer and respectively 5 -phosphorylated in the same manner as 

20 mentioned above: 

5'-CTCCTGCCTCCCATGG- 3' 
3' - CGCGGAGGACGGAGGGTACCTTAA- 5' 



35 



The thus-obtained pTA4-derlved Bbel-EcoRI fragment (about 2.8 kb; about 0.1 ug), pTA4-denved 
EcoRI-Kpnl fragment (about 1.4 kb; aboTJToioTug) and two 5 -phosphorylated synthetic DNAs (1 picomole 
SSch) were dissolved In 20 ul of T4 Hgase buffer. 50 units of T4 DNA ligase was added, and ligation was 
carried out at 4* C for 18 hours. w # ulJlflnj( t 

The recombinant plasmid mixture thus obtained was used to transform Escherichia coli MM294 to give 
Ap-resistant transformants; The plasmid DNA pTkSJI was isolated from one of the transformant strains and 
subjected to structural analysis by restriction enzyme digestion and to sequencing by the dideoxy method 
using M13 phage. It was thus confirmed that pTkSJI had the desired structure (cf. Rg. 50). 
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(2) Construction of recombinant plasmid PTkSR18: 

About 3 ug of the pTkSJI plasmid DNA obtained as described above was dissolved in 30 ul of Y-100 
buffer 10 units of Xhol and" 15 units of Seal were added, and digestion was performed at 37 C for 2 hours. 
After 10-minute he^Ttreatment at 65'a~a DNA fragment about 0.5 kb in size was purified by the AFT 
method. Separately, about 2 ug of the pTrS33 plasmid DNA obtained in Reference Example 5-(2) was 
dissolved in Y-0 buffer containing 150 mM KCI. 8 units of Pyul and 15 units of Sail were added, and 
digestion was effected at 37* C for 2 hours. After 10-mlnute heat treatment at 65 C. a DNA fragment about 
1 0 kb in size was purified by the AFT method. Further, separately, about 2 ug of the pTerm2 plasmid DNA 
obtained in Reference Example 6 was dissolved in 30 ul of Y-150 buffer. 8 units of Pvul and 8 units of Nsil 
(New England BioLabs) were added, and digestion was carried out at 37 C for 2 hours. After 10-minute 
heat treatment at 65' C, a DNA fragment about 1.85 kb in size was purified by the AFT method. Further, the 
following two synthetic DNAs (35-mer and 31-mer) were synthesized using Applied Biosystems model 380A 
DNA synthesizer and respectively 5 -phosphorylated in the same manner as mentioned above: 
s'-ACTGTGACGTCCCCAQCTQTTCTQAAQGAAATGCA -3' 

3-TGACACTGCAGGGGTCGACAAGACTTCCTTT -5' , M * ^ . „ 

The thus-obtained pTkSJI-derived Xhol-Scal fragment (about 0.5 kb; about 0.05 ug), pTrS33-denved 
Pvul-Sall fragment (about 1.0 kb;. about 0.1 ug), pTerm2-derived Nsil-Pvul fragment (about 1.85 kb; about 
oTugFand two s'-phosphorytated synthetic DNAs (1 picomole each) were dissolved in 20 ul of T4 ligase 
buffer 50 units of T4 DNA ligase was added, and ligation was carried out at 4* C for 18 hours. 

The recombinant plasmid mixture thus obtained was used to transform Escherichia coli MM294 to give 
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Ap-resistant transformants. The plasmid DNA pTkSR18 isolated from one of the transformant strains proved 
to have the desired structure upon structural analysis by restriction enzyme digestion and sequencing by 
the dideoxy method using M13 phage (cf. Fig. 51). 



io Construction of recombinant plasmid pTkSS4: 



(1> Construction of recombinant plasmid pTkSD217: 

75 About 10 ug of the pTA4 plasmid DNA obtained in Reference Example 8 wasdissolved In 100 Ul of Y- 
100 buffer, about 30 units of Xhol was added, and digestion was carried out at 37* C for 2 hours. Then, the 
reaction mixture was subjected to phenol-chloroform extraction, followed by ethanol precipitation. The DNA 
fragment thus recovered was dissolved in 50 ul of TE buffer [10 mM Tris-HCI (pH 7.5), 0.5 mM EDTA]. To 
a 10-ul portion of this DNA solution were added 10 0.1 of 5-fold concentrated BAL31 buffer (100 mM Trls- 

20 HCI <pH 8.0), 3 M NaCI, 60 mM CaCI 2 , 60 mM MgCI 2 . 5 mM EDTA], 30 Ul of . water and 0.5 unit of 
exonuclease BAL31 (Takara Shuzo), and the reaction was carried out at 30* C for 5 minutes. The reaction 
conditions employed were such that the DNA could be pared, by about 0.5 kb from the Xho l terminus. The 
reaction was terminated by extraction with phenol. After further extraction with chloroform, the resultant DNA 
fragment was recovered by precipitation with ethanol. This DNA fragment was dissolved in 30 ul of Y-100 

25 buffer, 10 units of Bam HI was added, and digestion was carried out at 37* C for 2 hours. After 10-minute 
heat treatment at 65 C, a DNA fragment about 1.5 kb in size was purified by the AFT method. 

Separately, about 2 ug of the pTrS33 plasmid DNA (Reference Example 5) was dissolved in 30 ul of Y- 
0 buffer, about 12 units of Sacl was added, and digestion was effected at 37* C for 2 hours. After phenol 
extraction and chloroform extraction, the resultant DNA fragment was recovered by ethanol precipitation and 

30 dissolved in a total of 40 ul of 50 mM Tris-HCI buffer (pH 7.8) containing 7 mM MgCI 2 . 6 mM 2- 
mercaptoethanol, 0.25 mM dATP, 0.25 mM dCTP. 0.25 mM dQTP and 0.25 mM dTTP (hereinafter referred 
to as "polymerase buffer" for short), 6 units of the Klenow fragment (Klenow Pol I) (Takara Shuzo) was 
added, and the reaction was carried out at 15* C for 1 hour, whereby the Sacl cohesive ends were rendered 
blunt by paring off. The reaction was terminated by phenol extraction. After further extraction with 

35 chloroform, ethanol was added for causing DNA precipitation. The DNA fragment thus recovered was 
dissolved in 30 ul of Y-100 buffer, 10 units of Bam HI was added, and digestion was conducted at 37 *C for 
2 hours. After 10-minute heat treatment at 65 C, a DNA fragment about 2.8 kb in size was purified by the 
AFT method. 

The thus-obtained pTA4-derived DNA fragment (about 1.5 kb; about 0L2 ug) and pTrS33-derived DNA 
40 fragment (about 2.8 kb; about 0.1 ug) were dissolved in a total of 20 Ul of T4 ligase buffer, 50 units of T4 
DNA ligase was added, and ligation was carried out. at 4* C for 18 hours. 

' The recombinant plasmid mixture obtained was used to transform Escherichia coli MM294 to give Ap- 
resistant transformants. The plasmid DNA pTkSD217 isolated from one of the transformants was subjected 
to structural analysis by restriction enzyme digestion and to base sequence determination of a region 
45 ■ downstream from the Escherichia coll tryptophan promoter (Ptrp) by the dideoxy sequence method using 
M13 phage. As a result, It was confirmed that pTkSD217 had the desired structure and that the base 
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sequence was as follows (cf. Fig. 52): 
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• kV CGATA^AGCTT ATG 




179 180 181 182 
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GAC TGC TAC TTT • - • 



I ► Kringle2 (K2) 
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(2) Construction of recombinant plasmid pTkSL11: 
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About 3 ug of the pTkSD217 plasmid DNA obtained as described above was dissolved in 30 ul of Y- 
100 buffer, 10 units of Hindlll and 15 units of Seal were added, and digestion was effected at 37* C for 2 
hours. After 10-minute heat treatment at 65* C, a DNA fragment about 0.23 kb in size was purified by the 
AFT method. Separately, about 2 ug of the pTerm2 plasmid DNA obtained In Reference Example 5 was 

s dissolved in 30 ul of Y-100 buffer, 10 units of Hindlll and 10 units of Nsil (New England BloLabs) were 
added, and digestion was carried out at 37* C for 2 hours. After 10-minute heat treatment at 65* C, a DNA 
fragment about 2.8 kb in size was purified by the AFT method. Furthermore, the following two synthetic 
DNAs (35-mer and 31-mer) were synthesized using Applied Biosystems model 380A DNA synthesizer and 
respectively s'-phosphorylatedjay the method mentioned above: 

to 5-ACTGTGACGTCCCCAGCTGTTGTGAAGGAAATGCA-3' 
3'-TGACACTGCAGGGGTCGACAAGACTTCCTTT-5' 

The thus-obtained pTkSD217-derived DNA fragment (about 0;23 kb; about 0.01 ug), pTerm2-derived 
DNA fragment (about 2.8 kb; about 0.1 ug) and two s'-phosphorylated synthetic DNAs (1 plcomole each) 
were dissolved in a total of 20 ul of T4 ligase buffer, 300 units of T4 DNA ligase was added, and ligation 

15 was conducted, at 4* C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coil MM294 to give Ap- 
resistant transformants. The plasmid DNA pTkSL11 isolated from one of the transformants was subjected to 
structural analysis by restriction enzyme digestion and to base sequence determination by the M13 dideoxy 
sequencing method. It was confirmed that pTkSLII had the desired structure (cf. Fig. 53). 

(3) Construction of recombinant plasmid pTkSS4: 

About 2 ug of the ptPA7 plasmid DNA obtained in Reference Example 1 was dissolved in 30 ul of Y- 
100 buffer, 12 units of the restriction enzyme Seal was added, and digestion was performed at 37* C for 2 
hours. After 10-minute heat treatment at 65 *C, a DNA fragment about 2.0 kb in size was purified by the 
AFT method. Separately, about 2 ug of the pTkSL11 plasmid DNA obtained as described above was 
digested in the same manner and. after 10-minute heat treatment at 65* C, a 0NA fragment about 2.0 kb in 
size was purified by the AFT method. 

The thus-obtained ptPA7-derived DNA fragment (about 2.0 kb: about 0.1 Ug) and pTkSL11 -derived DNA 
fragment (about 2.0 kb; about 0.1 ug) were dissolved in 20 ul of T4 ligase buffer, 300 units of T4 DNA 
ligase was added, and ligation was carried out at 4* C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coli MM294 to give Ap- 
resistant transformants. The plasmid DNA pTkSS4 isolated from one of the transformants was subjected to 
structural analysis by restriction enzyme digestion and it was confirmed that pTkSS4 had the desired 
structure (cf . Fig. 54). 

Reference Example 19 

40 

Construction of recombinant plasmid pTG3: 

About 2 ug of the pTkSS4 plasmid DNA obtained in Reference Example 18 was dissolved in 30 ul of 
Y-0 buffer, 10 units of the restriction enzyme Narl (New England BioLabs) was added, and digestion was 
effected at 37* C for 2 hours. Then, 1.0 ul of 2 M NaCl and 12 units of Bam HI were added and digestion 
was further effected at 37* C for 2 hours. After 10-minute heat treatment at 65* C, a DNA fragment about 
3.3 kb in size was purified by the AFT method. Separately, about 3 ug of the pTkSR18 plasmid DNA 
obtained in Reference Example 17 was subjected to the same digestion reaction as above and, after 10- 
minute heat treatment at 65* C. a DNA fragment about 0.2 kb in size was purified by the AFT method. 

The thus-obtained pTkSS4-derived DNA fragment (about 3.3 kb; about 0.1 ug) and pTkSR18-derived 
DNA fragment (about 0.2 kb; about 0.01 ug) were dissolved in 20 ul of T4 ligase buffer, 100 units of T4 
DNA ligase was added, and ligation was carried out at 4 C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coll MM294 to give Ap- 
resistant transformants. The plasmid DNA pTG3 isolated from one of the transformants was subjected to 
structural analysis by restriction enzyme digestion and it was confirmed that pTG3 had the desired structure 
(cf. Fig. 55). 
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Reference Example 20 

Construction of recombinant plasmld phPA2: 

About 2 ug of the pTG3 plasmid DNA obtained in Reference Example 19 was dissolved^ in 30 Ul of Y- 
100 buffer, 10 units each of EcoRI and Pvul were added, and digestion was carried out at 37 C for 2 hours. 
After 10-mlnute heat treatmSnTat 65*cTa DNA fragment about 1.7 kb in size was purified by the AFT 
method. n . , 

Separately, about 2 ug of the pUKB101 plasmid DNA obtained in Reference Example 12 was dissolved 
in 30 u1 Of Y-100 buffer, 10 units each of Ncol and Pvul were added, and digestion was carried out at 37 C 
for 2 hours. After 10-minute heat treatment at 65 # C. a DNA fragment about 3.0 kb in size was purified by 
the AFT method. , ^ 

Further, separately, about 2 ug of the pTkSR18 plasmid DNA obtained in Reference Example 17 was 
dissolved in 30 ul of Y-100 buffer, 10 units each of Hindlll and Aatll were added, and digestion was carried 
out at 37* C for 2 hours. After 10-minute heat treatment at 65' C, a DNA fragment about 0.55 kb In size was 
purified by the AFT method. 

Furthermore, the following four synthetic DNAs (37-mer and 41-men 41-mer and 45-mer) were 
synthesized using Applied Biosystems model 380A DNA synthesizer: 

(37-mer) 

5*- CCCC AGC TGT TCT GAA GGA A AT AGT GAC TGC TAT GAG -3* 

3'- TGCAGGGG TCG ACA AGA CTT CCT TTA TCA CTG AC 6 ATA CTC -5* (41-mer) 

(41 -mer 1 

5'- GGG AAT GGTCACTTT f AC CGA GGAAAGGCCAGC ACT SAC AC -3 ' 

3 • - CCC TTA CCA GTG AAA ATG GCT CCT TTC CGG TCG TGA CTG TG GTA C-5 

(45-mer) 



These synthetic DNAs (20 picomoies each) were respectively phosphorylated at the 5 end by carrying out 
the reaction in 20 ul of T4 kinase, buffer in the presence of 5 units of T4 DNA kinase (Takara Shuzo) at 
37" C for 30 minutes. t 

The thus-obtained pTG3-derived DNA fragment (about 1.7 kb; about 0.05 ug). pUKB1 01 -derived DNA 
fragment (about 3.0 kb; about 0.05 ug), pTkSRIS-derived DNA fragment (about 0.55 kb; about 0.05 ug) and 
5'-phosphorylated four synthetic DNAs (1 picomole each) were dissotved in a total of 20 Ul of T4 ligase 
buffer, 300 units of T4 DNA ligase was added, and ligation was carried out at 4* C for 18 hours. 

The recombinant plasmid mixture obtained was used to transform Escherichia coll MM294 to give Ap- 
resistant transformants. The plasmid DNA phPA2 isolated from one of the transformants was subjected to 
structural analysis by restriction enzyme digestion and to base sequence determination by the M13 dideoxy 
sequencing method and it was confirmed that phPA2 had the desired 

As detailediy described hereinabove, the present invention provides polypeptides having such prop- 
erties as protease resistance and thermal stability on a commercial scale by utilizing recombinant DNA 
techniques. 

While the invention has been described in detail and with reference to specific embodiments thereof. It 
will be apparent to one skilled in the art that various changes and modifications can be made therein wituout 
departing from the spirit and scope thereof. 

Claims 

1. A novel polypeptide having an amino acid sequence which allows addition- of at least one 
carbohydrate chain thereto. 

2. A novel polypeptide as claimed in Claim 1, wherein the amino acid sequence which allows 
carbohydrate chain addition results from amino acid substitution in, amino acid deletion from or amino acid 
insertion into a polypeptide. t 

3. A novel polypeptide as claimed in Claim 1, wherein said amino acid sequence is a binding site tor N- 

glycosylation. 
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4 A novel polypeptide as claimed in Claim 3, wherein said amino acid sequence is the sequence 
asparagine resldue-X residue-threonine residue or serine residue where X stands for any amino wd other 

than 5 P A glycosylated polypeptide derived from a polypeptide having an amino acid sequence to which at 
least one carbohydrate chain is added thereto. 

6. A glycosylated polypeptide as claimed in Claim S. wherein the carbohydrate chain ad dedlsjm N- 
glycosylated carbohydrate chain, an (glycosylated carbohydrate chain or a chemically synthesized 

C3t TTX^ or glycosylated polypeptide as Calmed in Claim 1 or 5 wherein ^ carbohydrate 
addition site occurs within 8 amino acid residues from the protease cleavage site in said polypept.de. 

8 A peptide or glycosylated polypeptide as claimed in Claim 1 or 5. wherein the carbohydrate 
addition site occurs on a surface site of said polypeptide. „„i„„~,,iH« nr 

9 A polypeptide or glycosylated polypeptide as claimed In Claim 1 or 5. wherein said polypeptide or 
grycLZd polypeptide 9 hs "colon; stimulating factor selected from granulocyte-macrophage colony 
simulating factor, granulocyte colony stimulating factor, macrophage colony simulating ^bssue 
plasminogen activator (t-PA); urokinase (UK); interferon-*, interferon-* Interferon-^, lymphotoxm, lipocortin. 
suoeroxide dlsmutase. erythropoietin or interleuldn-1 , -2. -3, -4, -S. -6 or -7. 

P fH polypeptide or glycosylated polypeptide as claimed in Claim 1 or 5 wherein saW Polypeptide or 
glycosylated polypeptide is a modified human granulocyte colony stimulating factor fhG-CSF^ _an 
aLne reslduVsubstituted for the first (from the N terminus) amino acid (threonine) residue of hG-CSF * 
Leonine residue for the third (from the N terminus) amino acid (leucine) residue, a 
fourth (from the N terminus) amino acid (glycine) residue, an arg.nlne residue fo the fifth (from me N 
terminus) amino acid (proline) residue and serine residue for the 17th (from the N terminus) amino acd 

<Cy Ti n9 A polypeptide or glycosylated polypeptide as claimed In Claim 10 which contains an asparagine 
residue in lieu of the 6th (from the N terminus) amino acid (alanine) residue. ,«„, r!> „i no 

12. A polypeptide or gtycosylated polypeptide as claimed in Claim 10 which contains an awne 
residue in lieu of the 145th (from the N terminus) amino acid (glutamine) residue and a serine residue ,n 
lieu of the 147th (from the N terminus) amino acid (arglnine) residue. 

13. A polypeptide or glycosylated polypeptide as claimed in Claim 10 which has ^an amino _aod 
sequence selected from the group consisting of the amino acid sequences shown .n Table 2. Table 3 and 

Tab i°4 4 A polypeptide or glycosylated polypeptide as claimed in Claim 1 or 5. wherein said polypeptide nor 
glycosylated polypeptide is urokinase with the carbohydrate addition site occurring in the vicinity of the 
thromWn cleavage site, within the range from the 149th (from the N terminus) amino acid (glycine) residue 
to the 164th (from the N terminus) amino acid (phenylalanine) residue. no ivo a0 «de or 

15. A polypeptide or glycosylated polypeptide as claimed in Cla.m 14. wherein sad P*yP*P** ° r 
glycosylated polypeptide is mature urokinase with an asparagine residue subst.tut.ng for the 164th (from the 
N terminus) amino acid (phenylalanine) residue. „„i.„ or ,.w„ ™- 

16 A polypeptide or glycosylated polypeptide as claimed in Claim 14. wherein said polypeptide or 
glycosylated polypeptide is mature urokinase with an asparagine residue substituting for the 153rd (from the 
N Su!) lin!Tacid (leucine) and a threonine residue substituting for the 155th (from the N terminus) 

"""""."fSySpiide or glycosylated polypeptide as claimed in Claim 14 which has , an amir* , acid 
i sequence selected from the group consisting of the amino acid sequences shown .n Table 6 and I Table ,7. 

18. A deoxyribonucleic acid (DNA) coding for a polypeptide which allows the addition. * 
carbohydrate chain thereto or glycosylated polypeptide having at least one carbohydrate chain added 

eto 

19. " A recombinant plasmid having a DNA as claimed in Claim 18 inserted therein. 

20. A recombinant plasmid as claimed in Claim 19 which comprises a plasmid having the 
Escherichia cofi tryptophan promoter or the SV40 early promoter and a DNA cod.ng for a polypeptide or 
glycosylated lolypepUdo inserted in said plasmid DNA at a site downstream from said Promoter 

21 A recombinant plasmid as claimed in Claim 19 or 20. wherein said recombinant plasmid Is pAS28. 
pASN6. pASN145, pSE1UKS1-1d or pSEUKSS. . 

22 A microorganism or animal cell harboring a recombinant plasmid havmg a DNA coding for a 
polypeptide which allows the addition of at least one carbohydrate chain thereto or a glycosylated 
polypeptide having at least one carbohydrate chain added thereto. 

23 A microorganism as claimed in Claim 22, wherein said microorganism belongs to the spec.es 
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^Si^rSal cell as claimed In Claim 22, wherein said animal cell is a Chinese hamster ovary cell or a 

. 25. A method of producing a polypeptide or glycosylated polypeptide which comprises cultivating a 
microorganism or animal cell as claimed in Claim 22 In a medium to .^J^V^ 
polypeptide or glycosylated polypeptide in the culture and recovering sa.d polypeptide or glycosylated 
polypeptide from said culture. , , „ . o 

26 A method as claimed in Claim 25 which comprises cultivating said mlcroorgan.sm or animal eel in a 
■medium containing an agent that inhibits an enzyme involved in . biosynthesis or processmg of th» 
carbohydrate chain of 1-deoxynojlrlmycin. 1-deoxymannoPrimycin or swainsonine to thereby change the 
structure of the carbohydrate chain added to the polypeptide. • „„,. 

27. A method as claimed In Claim 25 or 26. wherein said microorganism is a strain of Escherichia coll. 

3 Amihod' as claimed in Claim 25 or 26. wherein said animal cell is a Chinese hamster ovary cell or 

3 N 29. B A method of modifying the carbohydrate chain added to a glycosylated polypeptide produced by 
the method of Claim 25 which comprises treating said glycosylated polypeptide with a aaryltransferase or 
gtycosidase selected from the group consisting of sialidase. /j-galactosidase. ,3-N-acetylglucosamfnidase. IS- 
mannosidase and endoglycosldase. 
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FIG. 7(1) 
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